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PGPUB-FILING-TYPE: new 

DOCUMENT-IDENTIFIER: US 20040191858 A1 

TITLE: Preparation method of insect cell extract solution for 

cell-free protein synthesis, the insect cell extract 
solution and cell-free synthesis method of protein using 
the insect cell extract solution 

PUBLICATION-DATE: September 30, 2004 

INVENTOR-INFORMATION: 

NAME CITY STATE COUNTRY RULE-47 

Ezure, Toru Osaka JP 

Higashide, Shoken Osaka JP 

Suzuki, Takashi Osaka JP 

Ito. Masaaki Osaka JP 

Endo, Koki Osaka JP 

APPL-NO: 10/742766 

DATE FILED: December 23. 2003 

FOREIGN-APPL-PRIORITY-DATA: 

COUNTRY APPL-NO DOC-ID APPL-DATE 

JP 382415/2002 2002JP-3824 15/2002 December 27, 2002 

US-CL-CURRENT: 435/68. 1 . 435/348 

ABSTRACT: 

The present invention provides a preparation method of an insect cell extract 
solution for cell-free protein synthesis, the insect cell extract solution, a 
protein synthesis method in a cell-free system, which uses the insect cell 
extract solution, and a kit for cell-free protein synthesis containing the 
insect cell extract solution. The extract solution is easily prepared by the 
method of the present invention and can synthesize a higher amount of protein 
than by extract solutions prepared by conventional methods. 



KWIC 

Detail Description Paragraph - DETX (62): 
[0084] The above-mentioned reaction solution preferably contains EGTA. This 
is because EGTA in an extract solution fomns a chelate with a metal ion therein 
and inactivates ribonuclease. protease and the tike, thereby inhibStmq 
decomposition of the components essential for protein synthesis in the present 
invention. Even when a nuclease treatment is applied to an extract solution as 
mentioned above, an adverse influence of nuclease on the cell-free protein 
synthesis can be certainly prevented because the reaction solution contains 
EGTA. EGTA is preferably contained in the above-mentioned reaction solution at 
0.01 mM-50 mM, more preferably 0.1 mM - 10 mM, in view of preferable exertion 
of the above-mentioned decomposition inhibitory ability. When EGTA is 
contained in less than 0.01 mM, decomposition of essential components cannot be 
sufficiently suppressed. When it exceeds 50 mM, it tends to inhibit protein 
synthesis reaction. 
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ABSTRACT: 

Primers, primer sets, and methods using same to design and construct a 
transcription template for cell-free protein synthesis that can be widely used, 
has a high translation template activity, and can be simply constructed, 
including a 3'-side primer for PCR and a 5'-side primer for PCR are provided. 
The 3'-side primer for PCR is a polynucleotide comprising a base sequence 
characteristic to each vector capable of forming a complementary strand with a 
base sequence present between a transcription temriinator sequence of a mari<er 
gene, such as a drug resistance gene, of a vector into which a gene was 
inserted and Ori. The 5'-side primer for PCR comprises polynucleotide (A) that 
has a sequence complementary to a base sequence containing at least a part of a 
promoter functional site from the 5'-end of a promoter and has a base sequence 
that does not contain a base sequence complementary to at least a part of a RNA 
polymerase-recognizing site of the 3'-end of the promoter, and polynucleotide 
(B) that has a base sequence containing a base sequence complementary to at 
least a part of the RNA polymerase-recognizing site of the 3'-end of the 
promoter and has a sequence complementary to a base sequence that does not 
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contain at least a part of a promoter functional site from the 5'-end of the 
promoter, and the base sequences of the two primers for PCR satisfy the 
condition that any transcription does not occur from a DNA constructed with one 
of the primers. Also, a method for constructing a transcription template using 
these primers, a transcription template obtained by the construction method, 
and a protein synthesis method using an mRNA synthesized using the 
transcription template as a translation template, are provided. 



KWIC 

Summary of Invention Paragraph - BSTX (11): 

[0009] Recently, the inventors provided methods for solving the problems of 
these celUfree protein synthesis systems, as described in 1) cell extract 
preparation for celUfree protein synthesis and ceil-free protein synthesis 
method (WOOO/68412) and 2) template molecules having generality and efficient 
functions, and methods for using the same (WO01/27260). These methods 
remarkably (i.e., successfully) enhanced the protein synthesis efficiency with 
a wheat embryo cell-free protein synthesis system. The wheat embryo cell-free 
protein synthesis system developed by the inventors does not contain any 
nuclease or translation reaction inhibitors [Madin, K. et al., (2000) Proc. 
Natl. Acad. Sci. USA, 97, 559-564] (WOOO/68412), and permits carrying out 
the efficient protein synthesis using a linear DNA as a transcription template, 
which has been difficult so far. All applications, patents, and publications 
mentioned above and throughout are incorporated in their entirety by reference 
herein. 

Detail Description Paragraph - DETX (62): 

[0145] For the transcription-translation coupled dilution ceil-free protein 
synthesis method, for example, first of all, a reaction mixture that contains a 
wheat embryo extract (concentration, 200 A.sub.260nm units/ml) at 48%(y/v) and 
has the following composition (final concentration): 1,000 units/ml 
ribonudease inhibitor (RNAsin), 30 mM HEPES-KOH (pH 7.6), 95 mM potassium 
acetate, 16 mM magnesium acetate, 2.85 mM dithiothreitol, 0.5 mg/ml creatine 
kinase, 2.5 mM ATP, 2.5 mM GTP, 2.5 mM UTP, 2.5 mM CTP, 1500 units/ml SP6 RNA 
polymerase, 16 mM creatine phosphoric acid, 1.48 mM spermidine, 0.3 mM each of 
twenty L-type amino acids, and 25 .mu.g/ml DNA as a transcription template, is 
prepared. Then, the reaction mixture is incubated at 30. degree. C. for 3 h 
for the transcription reaction. After the reaction, the reaction mixture is 
diluted with a diluent, for example, having the following composition: 30 mM 
HEPES-KOH (pH 7,6), 95 mM potassium acetate, 0.4 mM magnesium acetate, 2.85 mM 
dithiothreitol, 0.94 mM ATP, 0.25 mM GTP, 16 mM creatine phosphoric acid, 0.380 
mM spermidine, and 0.3 mM each of twenty L-type amino acids. After the 
dilution, the reaction mixture has the following composition (main 
composition): 8%(v/v) wheat embryo extract (original extract has 200 
A.sub.260nm units/ml), 30 mM HEPES-KOH (pH 7.6), 95 mM potassium acetate, 3 mM 
magnesium acetate, 1.2 mM ATP, and so on, wherein concentrations of GTP, UTP, 
and CTP after the dilution are not calculated because their amounts consumed 
during the transcription reaction are unknown. 

Detail Description Paragraph - DETX (138): 

[0216] A reaction mixture having a composition used for the already known 
batch cell-free protein synthesis system was used for this method [Madin K. et 
al., (2000) Proc. Natl. Acad. Sci. USA, 97. 559-564]. First of all, a 
reaction mixture that contains a wheat embryo extract (concentration, 200 
A.sub.260nm units/ml) at 48%(v/v) and has the following composition (final 
concentration) was prepared: 1,000 units/ml ribonudease inhibitor (RNAsin), 30 
mM HEPES-KOH (pH 7.6), 95 mM potassium acetate, 2.65 mM magnesium acetate, 2.85 
mM dithiothreitol, 0.5 mg/ml creatine kinase. 1.2 mM ATP, 0.25 mM GTP. 16 mM 
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creatine phosphate, 0.380 mM spermidine. 0.3 mM each of twenty L-type amino 
acids, and 600 .mu.g/ml mRNA encoding GFP. The mRNA is an mRNA transcribed 
from a transcription template obtained, by the PGR, by the method identical to 
one described in Example 2 using promoter sequence-divided type primers 
described in the above Example 2. In addition, the mRNA has the .OMEGA, 
sequence, but does not have CAP staicture at the 5'-end, and has a 3 -end 
untranslated sequence consisting of 1,896 bases. The above reaction mixture 
was pre-incubated at 26.degree. C. for 15 min, and was diluted by adding 5 
volumes of a diluent containing 30 mM HEPE-KOH (pH 7.6), 95 mM potassium 
acetate, 2.65 mM magnesium acetate, 2.85 mM dithiothreitol, 1.2 mM ATP, 0.25 mM 
GTP, 16 mM creatine phosphate, 0.380 mM spermidine, and 0.3 mM each of twenty 
L-type amino acids, i.e., the dilution method. 
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ABSTRACT: 

An optimum reaction medium for perfomfiing nucleic acid detection and a method 
employing tlie medium are scribed. 



KWIC 

Detail Description Paragrapli - DETX (7): 

[0054] Otigonudeotides. Oligonucleotides used as ligation probes (FIG. 1) 
were purified by reversed phase chromatography (RP18, Pharmacia Biotech) both 
before and after detritylation. One oligonucleotide, chemically 
5'-phosphorylated at the conclusion of oligonucleotide synthesis 19, included a 
C-residue modified with a primary amine (Sund, C, Yiikosli, J., Hurskainen, P. 
& Kwiatkowski, M. Construction of europium (Eu3+)-labelled oligo DNA 
hybridisation probes. Nucleos. Nucleot. 7,655-659(1988)). After synthesis 
a Cy5-fluorophore was conjugated to this primary amine using a 
Cy5-N-hydroxysuccinimide ester (Pharmacia Biotech), and the reagent was 
purified as above. The padlock probe (5' 

P-TTGAACTCTGCTTAAATCCAGTGG I I I I I I I I 11 I I ATGTTAAGTGACC 
GGCAGCATTTPTTTGACCGCTGAAGGGCTT-3') (SEQ.ID No: 1) was synthesized, purified, 
and finally radioactively labelled according to Kwiatkowski et al (Kwiatkowski 
M., Nilsson, M. & Landegren, U. Synthesis of full-length oligonucleotides: 
cleavage of apurinic molecules on a novel support. Nucleic Adds Res. 24, 
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4632-4638 (1996).) Synthesis of RNA ligation templates. Templates for in vitro 

transcription were synthesized by PCR, using as amplification templates the 

four oligonucleotides 5'-CCACTG-GATTTAA-GCAGAG-TTCAAN-AGCCCTTC-AGCGG-TCA-3\ 

(SEQ.ID No: 2) where N represents one of the four nucleotides. One fmol of 

each amplification template was combined in four separate reactions with 0.2 

.mu.M of the primers 5'-AATTTA-ATACGA-CTCACTAT-AGG 

GCCAC-TGGATTTMG-CAGAG-TTCA-3', (SEQ.ID No. 3) having a T7 promoter sequence 
added at the 5' end 22, and 5'-biotin-TGACCGCTGMGGGC-3', (SEQ.ID No. 4) and Taq 
polymerase in 100 .mu.l of 50 mM KCI, 10 mM Tris-HCI pH 8.3, 1.5 mM MgCI2, 12.5 
.mu.g/ml BSA, and 200 .mu.M dNTP. The reactions were themnally cycled 20 times 
between 94. degree. C, 55. degree. C. and 72.degree. C. 30 seconds each, 
followed by seven min at 72.degree. C. Amplification products from ten .mu.l 
of each PCR were bound to 20 .muJ of washed paramagnetic streptavidin-coated 
beads in 100 .mu.l 1M NaCI, 50 mM Tris-HCI pH 7.0, at room temperature for one 
hour under constant rotation. The beads were washed three times in binding 
solution, once in deionised sterile water, and once in transcription buffer (40 
mM Tris-HCI pH 7.5, GmM MgCI2, 2 mM spennidine, and 10 mM NaCI), In vitro 
transcription was perfonned in 100 .mu.l transcription buffer with 10 mM 
dithiothreitol, 0.5 mM NTPs, 150 U human placental ribonuciease inhibitor 
(Amersham), and SOU of T7 RNA polymerase (Stratagene) at 37.degree. C. for one 
hour during constant rotation of the tubes. After removal of beads, the in 
vitro transcripts were centrifuged twice through Sephadex G-50 Nick Columns 
(Pharmacia Biotech) to remove salts and nucleotides, We estimate that the DNA 
content of the in vitro transcribed RNA is less than one in a thousand RNA 
molecules by comparing the results from PCR of in vitro transcription reactions 
with a dilution series of transcription templates (data not shown). 

Detail Description Paragraph - DETX (13): 
[0060] where N in each oligonucleotide represents one of the four 
nucleotides. One fmol of each amplification template was combined in four 
separate reactions with 0.2 .mu.M of the primers 5 -AATTTA-ATACGA-CTCACTA- 
T-AGGGCCAC-TGGATTTMG-CAGAG-TTCA-3' (SEQ.ID No: 6) having a T7 promoter sequence 
added at the 5' end [Falhy, 1991 #553] and 5'-Biotin-TGACCGCTGAAGGGC-3\ 
(SEQ.ID. No. 7) and Taq polymerase in 100 .mu.l of 50 mM KCI, 10 mM Tris-HCI 
pH 8.3, 1.5 mM MgCI2, 12.5 .mu.g/ml BSA, and 200 .mu.M dNTP. The reactions 
were thermally cycled 20 times between 94.degree. C, 55.degree. C, and 
72.degree. C, 30 seconds each, followed by seven min at 72.degree. C. 
Amplification products from 10 .mu.l of each PCR were bound to 20 .mu.l of 
washed paramagnetic streptavidin-coated beads, suspended in a binding solution 
of 10 .mu.l 1M NaCI, 50 mM Tris-HCI pH 7.0, at room temperature for one hour. 
The tubes were kept under constant rotation to avoid sedimentation of the 
beads. The beads were washed three times in is binding solution, once in 
deionised sterile water, and once in transcription buffer (40 mM Tris-HCI pH 7, 
5, 6 mM MgCI2, 2 mM spermidine, and 10 mM NaCI). in vitro transcription was 
performed in loopi transcription buffer with 10 mM dithiothreitol (DTT), 0.5 mM 
NTPs, 150U human placental ribonuciease inhibitor (Amersham), and 50U of T7 RNA 
polymerase (Stratagene) at 37. degree. C. for one hour during constant rotation 
of the tubes. After removal of beads, the iin vitro transcripts were 
centrifuged twice through Sephadex G-50 Nick Columns (Pharmacia Biotech) to 
remove salts and nucleotides. We estimate that the DNA content of the in vitro 
transcribed RNA is less than one in a thousand RNA molecules by comparing the 
results from PCR of in vitro transcription reactions with a dilution series of 
transcription templates (data not shown). 
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ABSTRACT: 



Apparatus, systems, system components, methods, compositions, and reagents for 
determining the function and activity of peptides and proteins and for 
identifying and characterizing molecules that affect these functions and 
activities. More specifically, methods and reagents used to determine the 
various activities of peptides and proteins including their binding 
specificity, binding activity, their enzymatic activity and their ability to 
act as substrates for enzymes. The disclosed methods are especially suited for 
the analysis of peptide and protein function where large numbers of peptides 
and proteins need to be analyzed. 

1. CROSS REFERENCES TO RELATED APPLICATIONS 

[0001] This application claims priority to U.S. Provisional Application No. 
60/318,284. filed Sep. 10, 2001; U.S. Provisional Application Serial No. 
60/318,293, filed Sep. 10, 2001; U.S. Provisional Application Serial No. 
60/318,289, filed Sep. 10, 2001; U.S. Provisional Application No. 60/363,498, 

filed Mar. 11, 2002; and U.S. Provisional Application No. [Attorney 

Ref. No. P16381US2], filed Sep. 9, 2002, entitled: "Methods, Reagents, Kits and 
Apparatus for Protein Function", each of which are hereby incorporated by 
reference. 
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Summary of Invention Paragraph - BSTX (9): 

[0008] Wheat germ extract was described by Roberts, B. E. and Paterson, B. 
M. (1973, Proc. Natl. Acad. Sd. U.S.A.. Vol. 70, P. 2330). Cell-free 
extracts of wheat germ support the translation in vitro of a wide variety of 
viral and other prokaryotic RNAs, as well as eukaryotic mRNAs. (Anderson, C, 
et al. (1983) Meth. Enzymol. 101, 635). Generally, it is found necessary to 
include a rlbonuclease inhibitor in the reaction mix of a wheat germ 
translation system, as ribonudease activities in wheat germ extract are 
present. 
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APPL-NO: 10/ 124953 
DATE FILED: April 18,2002 

US-CL-CURRENT: 435/252.8, 424/184.1 , 424/600 , 435/183 . 435/325 
ABSTRACT: 

The present Invention provides a composition for cell-free protein synthesis, 
which is superior in storage stability in a freeze-dried state, more 
particularly a freeze-dryable or freeze-dried composition for cell-free protein 
synthesis, which contains a cell extract for cell-free protein synthesis and 
inositol, and a freeze-dryable or freeze-dried composition for cell-free 
protein synthesis containing a cell extract for cell-free protein synthesis, 
and a deliquescent material in a proportion of not more than 0.01 part by 
weight per part by weight of a protein in the composition; and a composition 
for cell-free protein synthesis superior in storage stability in a frozen 
state, more particulariy a freezable or frozen composition for cell-free 
protein synthesis, containing a cell extract for cell-free protein synthesis 
and polyhydric alcohol. 
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Detail Description Paragraph - DETX (43): 

[0090] The composition of the present invention can constitute a kit for 
ceil-free protein synthesis together with a material invoived in the cell-free 
protein synthesis . The material involved in the cell-free protein synthesis 
includes a material that maintains protein synthesis stable and a material 
responsible for stabilization or improvement of the function of a synthesized 
protein. Examples thereof include bioactive protein involved in cell'free 
protein synthesis [enzyme involved in ATP regeneration (e.g., creatine 
(phospho)kinase, pyruvate kinase and the like), various RNA polymerases (e.g., 
T7, T3, and SP6 RNA polymerases and the like), chaperone protein (e.g., DnaJ, 
DnaK, GroE, GroEL, GroES and HSP70 and the like)], amino acid, energy source 
(ATP, GTP, creatine phosphate and the like), RNA (mRNA, tRNA and the like), 
protease inhibitor {ribo)nuclease inhibitor and the like. This material may 
be used in combination of two or more kinds thereof. 
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ABSTRACT: 

Disclosed are novel biologically active lipopolysaccharide binding protein 
(LBP) derivatives including LBP derivative hybrid proteins which are 
characterized by the ability to bind to and neutralize LPS and which lack the 
CD14-mediated immunostimutlatory properties of holo-LBP. 



[0001] This is a continuation-in-part of U.S. patent application Ser. No. 
08/079,510 filed Jun. 17,1993. 
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Detail Description Paragraph - DETX (68): 

[0104] In this example, in vitro transcription/ translation reactions were 
carried out for plasmids encoding BPI.sub.23 and the LBP/BPI hybrid proteins of 
Examples 5 and 6. Specifically, the TNT.TM. Coupled Reticulocyte Lysate 
System Kit (Promega, Wis.) with SP6 RNA polymerase was used to carry out in 
vitro transcription/translation of plasmids pML103 and pMLIOS to produce hybrid 
LBP/BPI proteins. The kit is a complete system, which provides all the 
reagents necessary to make protein. One adds only the DNA template specifying 
the protein sequence of interest, a radiolabeled amino acid 
(.sup.SSS-methionine) and a ribonuclease inhibitor (Promega's recombinant 
RNasin). 
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ABSTRACT: 

One embodiment of the present invention is a diffusion continuous batch 
cell-free protein-synthesis method characterized simultaneously by continuously 
supplying substrate and energy source molecules in the supply phase to the 
reaction phase by the free diffusion via interface between both phases and by 
transferring by-products formed in the reaction phase by enhancing the 
efficiency of the synthesis reaction by prolonging the reaction lifetime by 
directly contacting a synthesis reaction mixture (reaction phase) containing a 
biological extract with a substrate- and energy source-supplying solution 
(supply phase) without using barrier such as semi-permeable membrane or 
ultrafiltration membrane in a general cell-free protein-synthesis reaction 
means. Another embodiment of the present invention is a dilution batch 
cell-free protein synthesis method characterized by enhancing the efficiency of 
the protein synthesis by prolonging the reaction lifetime by adding a diluting 
solution to the reaction mixture after pre-incubating the reaction mixture in a 
cell-free protein-synthesis reaction means using a wheat-embryo extract. 
Another embodiment of the present invention is a method characterized by 
enhancing the efficiency of the synthesis reaction simultaneously by 
re-supplying substrate and energy sources necessary for the protein synthesis 
(e.g., amino acids, ATP, GTP, creatine phosphate) to the reaction mixture using 
a gel filtration column and/or semipermeable membrane and by discontinuously 
removing by-products formed during the reaction after the synthesis reaction 
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stops in the batch cell-free protein synthesis method. 
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Detail Description Paragraph - DETX (7): 

[0040] The synthesis reaction mixture containing the above reaction phase 
contains a biological extract necessary for the celhfree protein'Svnthesis 
reaction and a desired mRNA to be a template for the protein synthesis, and has 
a composition used for the conventionally known batch cell-free 
protein'svnthesis system. For the biological extract, well-known biological 
extracts that have been used for the conventional cell*free protein-synthesis 
method can be used such as wheat embryo extract, Escherichia coli extract, and 
rabbit reticulocyte extract. These extracts can be prepared according to 
well-known methods. A wheat embryo extract is preferably prepared according to 
the method described in Madin K., et al.. Proc. Natl. Acad. Sci. USA 
(2000), 97, 559-564 (WOOO/68412). The synthesis reaction mixture contains a 
biological extract, for example, at 48%(v/v) per total volume (200A.sub.260nm 
units/ml) in case a wheat embryo extract is used as the biological extract, and 
has the following composition (final concentration): 1,000 units/ml 
ribonuclease inhibitor (RNAsin), 30 mM HEPES-KOH (pH 7.6), 95 mM potassium 
acetate, 2.65 mM magnesium acetate, 2.85 mM dithiothreitol, 0.5 mg/ml creatine 
kinase, 1,2 mM adenosine triphosphate (ATP), 0,25 mM guanosine triphosphate 
(GTP), 16 mM creatine phosphate, 0.380 mM spermidine, 0.3 mM each of twenty 
L-type amino acids, 0.05% NP-40, and 600 .mu.g/ml mRNA. The composition of the 
synthesis reaction mixture is not limited to the above composition. Any 
composition can be used as long as the cell^free protein'Svnthesis reaction 
efficiently progresses. For example, instead of the above mRNA, mRNA is 
synthesized by a transcription reaction mixture containing a plasmid (encoding 
the target gene), RNA polymerase, nucleotides, and so on, and the composition 
of the transcription reaction mixture is changed by the gel filtration method 
and/or the dialysis method to one suitable for the translation, and the 
obtained solution can be used as the synthesis reaction mixture (see Example 1 
below). 
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ABSTRACT: 

Utilizing a what embryo cell-free protein synthesis system, there are provided 
a process for the production of selenomethionine-labeled protein, characterized 
in that, methionine in a wheat embryo extract for a cell-free protein synthesis 
obtained by a complete removal of endosperm contaminated is changed to 
selenomethionine and a cell-free protein synthesis is carried out using a 
reaction solution composition for protein synthesis containing selenomethionine 
instead of methionine under a batch condition or a dialysis condition and also 
the said protein produced as such. There are further provided a process for 
the production of heavy hydrogen-labeled protein using the same means and also 
the said protein produced as such. 



KWIC 

Detail Description Paragraph - DETX (6): 

[0025] In preparing a selenomethionine-labeled protein, the composition of 
reaction solution for the synthesis of protein used in the present invention 
may be that where methionine is substituted with selenomethionine in a 
composition used for the conventionally known cell-free protein synthetic 
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system (reaction system for cell-free protein synthesis) . For example, the 
said reaction solution is prepared by adding 1.000 units/ml of ribonuclease 
inhibitor (RNAsin), 30 mM of Hepes-KOH, pH 7.6, 6.95 mM of potassium acetate. 
2.65 mM of magnesium acetate, 2.85 mM of dithiothreitol, 0.5 mg/ml of creatine 
kinase, 1.2 mM of adenosine triphosphate (ATP), 0.25 mM of guanosine 
triphosphate (GTP), 16 mM of creatine phosphate, 0.380 mM of spemriidine, 20 
kinds of L-amino adds (each 0.3 mM) containing selenomethionine instead of 
methionine,0.05% (w/v) of NP-40 etc. to 24% (v/v) solution (concentration: 
200A.sub.260 nm units/ml)by volume of wheat embryo extract. 
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ABSTRACT: 

pp32 Is a member of a highly conserved family of differentiation-regulated 
nuclear proteins that is highly expressed in nearly all human prostatic 
adenocarcinomas of Gleason Grade .gtoreq.5. This contrasts with the low 
percentage of prostate tumors that express molecular alterations in 
proto-oncogens or demonstrate tumor suppressor mutation or loss of 
heterozygosity. By analysis of specimens of human prostatic adenocarcinoma and 
paired adjacent nonnal prostate from three individual patients, the inventors 
have shown that normal prostate continues to express normal pp32, whereas three 
of three sets of RT-PCR-amplified transcripts from prostatic adenocarcinomas 
display multiple cancer-associated coding sequence changes. The 
cancer-associated sequence changes appear to be functionally significant. 
Normal pp32 exerts antineoplastic effects through suppression of 
transfomiation. In contrast, cancer-associated pp32 variants augment, rather 
than inhibit, transformation. 



KWIC 

Detail Description Paragraph - DETX (62): 

[0089] In situ hybridization. Bases 1-298 of the pp32 cDNA sequence 



, 536/23.2 
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(GenBank HSU73477) were subcloned into the Bluescript vector by standard 
techniques. Digoxigenin labeled anti-sense and sense RNA probes were generated 
using a commercially available kit (Boehringer Mannheim). Vector DNA 
linearized with BamHI and Xhol served as template for antisense and sense probe 
generation respectively. In vitro transcription was performed for 2 hours at 
37.degree. in a final volume of 20 .mu.l v^ich contained 1 .mu.g of template 
DNA, 2 U/.mu J of either T3 or T7 RNA polymerase. 1 U/.mu.l ribonuciease 
inhibitor, 1 mM each of ATP, CTP, GTP, 0.65 mM UTP, 0.35 mM digoxigenin-1 1-UTP. 
40 mM Tris-HCI pH 8.0, 10 mM NaCI. 10 mM DTT, 6 mM MgCl.sub.2 and 2 mM 
spermidine. The reaction was stopped by adding 2 .mu.l of 0.2M EDTA, pH 8. 0 
and the synthesized transcripts were precipitated for 30 min at -70.degree. 
with 2.2 .mu.l of 4 M LiCI and 75 .mu.l of pre-chilled ethanol. RNA was 
pelleted by centrifugation, washed with 80% ethanol, mildly dried and dissolved 
in 100 .mu.l of DEPC treated water. Yields of labeled probe were determined by 
an enzyme linked irrimunoassay using a commercially available kit (Boehringer 
Mannheim). Non-radioactive in situ hybridization was perfomned with anti-sense 
and sense pp32 RNA probes generated by in vitro transcription (see U.S. Pat. 
No. 5,726,018, incorporated herein by reference). FIG. 1A shows that normal 
prostatic basal cells are positive, whereas the clear, differentiated glandular 
cells are negative. In contrast, prostatic adenocarcinoma, shown at left, is 
strikingly positive. Note that the signal is cytoplasmic since it is mRNA and 
not the protein that is detected in this assay. 
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ABSTRACT: 

3-(amino- or aminoalkyi) pyridinone derivatives having the formula (1) 1 
wherein Q, X, Y, and R.sup.3-R.sup.6 are as defined, which derivatives are 
useful for the treatment of HIV related diseases. 
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Detail Description Paragraph - DETX (28): 
[0088] The piasmid pAV4 containing the 50-997 HIV-1 nucleotide fragment (MAL 
strain) in pSP64, under the control of the bacteriophage T7 promoter was a kind 
gift from Dr. J. L. DARLIX (INSERM-Lyon, France). E. coli HB 101 recA.sup.- 
was used for piasmid amplification. After digestion of this clone with PstI 
and in vitro transcription using T7 RNA polymerase, a HIV-1 genomic RNA 
fragment starting at position +50 of the MAL sequence was obtained. In vitro 
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transcription using T7 RNA polymerase as performed as follows. Three .mu.g of 
linearized piasmid DNA were transcribed in 100 .mu.L of 40 mM Tris -HCI pH 8.0, 
8 mM MgCl.sub.2, 10 mM spermidine, 25 mM NaCI, 10 mM dithiothreitol, 0.5 mM of 
each ribonucleoside triphosphate, with 100 units of T7 RNA polymerase and in 
the presence of 20 units of human placenta ribonuclease inhibitor, for 2 hours 
at 37.degree. C. After treatment with 12 units of Rnase-free Dnase I (for 10 
minutes at 37.degree. C), the RNA transcripts were extracted with 1 volume of 
phenol/chloroform/isoamyl alcohol (24:24:1) and with chloroform and 
precipitated in 2.5 volumes of ethanol and 0.3 M ammonium acetate (pH 5.5). 
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ABSTRACT: 

A new IRES sequence derived from a plant gene that is enabling cap independent 
translation in eukaryotic cells. The IRES sequence is enabling stress induced 
translation. 



Summary of Invention Paragraph - BSTX (31): 
[0028] Inhibition of translation means that there is a decrease of 40%, 
preferentially 60%, more preferentially 100% of in vitro protein synthesis by 
adding 100 pmoles Inhibitor, compared to the non-Inhibited situation, as 
measured in a Wheat Gerni in vitro translation system. As an example, a Wheat 
Germ in vitro translation system is described below. Alternatively, other 
Wheat Gemi in vitro translation systems, known to those skilled in the art, may 
be used. In vitro translation reactions are carried out using 3 pmoles in 
vitro synthesized RNA, in the presence of Rnasin Ribonuclease inhibitor 
(Promega), with final concentrations of 73 mM potassium acetate and 2.1 mM 
magnesium acetate in Wheat Germ (Promega). in vitro translation products are 
labelled with Amersham International Redivue L-[.sup.35S] methionine and 
analyzed after 45 min reaction time. Proteins are separated on 12% 
polyacrylamide gels, fixed in 10% acetic acid, treated with Amersham's Amplify, 
dried and quantified using a Molecular Dynamics Phosphorlmager and ImageQuant 
4.1 software. 

Detail Description Paragraph - DETX (15): 
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[0045] In vitro protein synthesis was performed in Wheat Gemn as well as in 
Rabbit Reticulocyte Lysate (R.R.L.) Systems from Promega. In vitro translation 
reactions were done using 3 pmoles in vitro synthesized RNA, in the presence of 
RNasin Ribonuclease Inhibitor (Promega), with final concentrations of 73 mM 
potassium acetate and 2.1 mM magnesium acetate in Wheat Germ and respectively 
79 mM and 1.4 mM in Rabbit Reticulocyte Lysates. In vitro translation products 
were labeled with Amersham Intemational Redivue L-[.sup.35S]methionine 
(Amersham, Aylesbury, UK) and analyzed after 45 min reaction time. Protein 
products were separated on 12% polyacrylamide gels, fixed in 10% acetic add, 
treated with Amersham's Amplify, dried and quantified using a Molecular 
Dynamics Phosphorlmager and ImageQuant 4.1 software. Altematively (as in the 
mutagenesis experiments), CAT translational products were analyzed using the 
CAT Enzyme Assay System from Promega with a thin layer chromatography (TLC) 
assay. The CAT assays were perfomned on total R.R.L-reactions for 20 hours. 
TLC-plates were exposed during 48 hours and the predominant band of the 
butyrylated chloramphenicol (bCm) isofonns was quantified as described above. 
All results were reproduced at least twice. 



12/2/04, EAST Version: 2.0. 1.4 



PGPUB-DOCUMENT-NUMBER: 20030022230 



PGPUB-FILING-TYPE: new 



DOCUMENT-IDENTIFIER: US 20030022230 A1 



TITLE: Molecule assigning genotype to phenotype and use 

thereof 



PUBLICATION-DATE: January 30, 2003 



INVENTOR-INFORMATION: 



NAME 

Yanagawa, Hiroshi 
Nemoto, Naoto 
Miyamoto, Etsuko 
Husimi, Yuzuru 



CITY 

Machida-shi 
Machida-shi 

Yokohama-shi 
Urawa-shi 



STATE COUNTRY RULE-47 
JP 
JP 

JP 

JP 



APPL-NO: 10/228070 



DATE FILED: August 27, 2002 
RELATED-US-APPL-DATA: 



child 10228070 A1 20020827 

parent division-of 10046722 20020117 US PENDING 



child 10046722 200201 17 US 



parent division-of 09284627 19990602 US GRANTED 



parent-patent 6361943 US 
child 09284627 19990602 US 



parent a-371-of-international PCT/JP97/03766 19971017 WO UNKNOWN 
FOREIGN-APPL-PRIORITY-DATA: 

COUNTRY APPL-NO DOC-ID APPL-DATE 

JP 8-274855 1966JP-8-274855 October 17, 1966 



US-CL-CURRENT: 435/6, 530/395 , 536/23.2 



ABSTRACT: 



A molecule assigning a genotype to a phenotype, which comprises a nucleic add 
portion having a nucleotide sequence reflecting the genotype, and a protein 
portion comprising a protein involved in exhibition of the phenotype, a 
3'-temiinal end of the nucleic acid portion and a C-temninal end of the protein 
portion being covalently bound, and a method for constructing the molecule for 
assigning the genotype to the phenotype, which comprises (a) preparing a DNA 
containing a gene which has no termination codon, (b) transcribing the prepared 
DNA into RNA, (c) bonding a chimeric spacer composed of DNA and RNA to a 
3'-temiinal end of the obtained RNA, (d) bonding, to a 3'-temiinal end of the 
obtained bonded product, a nucleoside or a substance having a chemical 
structure analogous to that of a nucleoside, which can be covalently bound to 
an amino add or a substance having a chemical structure analogous to that of 
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an amino add, and (e) perfonming protein synthesis in a cell-free protein 
synthesis system using the obtained bonded product as mRNA to bond a nucleic 
acid portion containing the gene to a translation product of the gene. The 
molecule assigning the genotype to the phenotype of the present invention is an 
extremely useful substance that can be used for evolutionary molecular 
engineering, i.e., modification of functional biopolymers such as enzymes, 
antibodies, and ribozymes, and creation of biopolymers having functions which 
cannot be found in living organisms. 
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Detail Description Paragraph - DETX (80): 

[01 19] An E. coli cell-free protein synthesis system (E. coli S30 Extract 
System for Linear Templates) was purchased from Promega. T7 RNA polymerase, T4 
DNA ligase, T4 DNA kinase, human placenta ribonuctease inhibitor, EcoRI, BamHI, 
and deoxyribonucleotides were purchased from Talcara Shuzo. Restriction enzymes 
BstNl and Bglll were purchased from New England Labs. As for 
[.sup.35S]-methionine, and [.gamma.-.sup.32P]-ATP, those from Amersham, and as 
for Taq DNA polymerase, those from Kurabo and Grainer were used. As for the 
other biochemical reagents, those from Sigma and Wako Pure Chemicals were used. 
A plasmid containing the microtuble-binding region of human tau protein (4 
repeats) (pAR3040) was prepared by picking up the full length gene of human tau 
protein from a cDNA library of human brain cloned in .lambda.ZAPII by PCR, 
introducing the gene into a plasmid, amplifying only the 4 repeats region in 
the plasmid, and introducing the amplified product into a plasmid. As the PCR 
(polymerase chain reaction) apparatuses. Model PTC-100 (MJ Research) and Model 
ASTEC PC800 (Astec) were used. 

Detail Description Paragraph - DETX (122): 

[0160] A ceiUfree protein synthesis system of rabbit reticulocyte lysate 
(Nuclease treated Rabbit reticulocyte lysate) was purchased from Promega. T7 
RNA polymerase, T4 DNA ligase, T4 RNA ligase, T4 polynucleotide kinase, human 
placenta ribonuclease inhibitor. EcoRI, BamHI, and deoxyribonucleotides were 
purchased from Takara Shuzo. Restriction enzymes BstNl, and Bglll were 
purchased from New England Labs. As for [.sup.35S]-methionine, and 
[.sup.32P]-.gamma.ATP, those from Amersham, and as for Taq DNA polymerase, 
those from Kurabo and Grainer were used. As for the other biochemical 
reagents, those from Sigma and Wako Pure Chemicals were used. A plasmid 
containing the N-terminal half region of human tau protein (amino acid residue 
numbers 1-165) (pAR3040) was prepared by picking up the full length gene of 
human tau protein by PCR method from a cDNA library of human brain cloned in 
.lambda.ZAPII, introducing the gene into a plasmid, amplifying only the 
N-terminal half region by PCR. and introducing the amplified product into a 
plasmid. As the PCR (polymerase chain reaction) apparatus, Model ASTEC PC800 
(Astec) was used. 
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ABSTRACT: 

The present invention relates to methods for identifying nucleic add molecules 
encoding {poly)peptides that interact with target molecules. The method of the 
present invention is particularly characterized by an in vitro translation step 
under conditions that allow formation of polysomes in the presence of antisense 
oligonucleotides complementary to the tag-coding sequence of ssrA-RNA. The 
present invention further relates to kits that are useful for carrying out the 
method of the invention. 



[0001] This application is a continuation of U.S. patent application Ser. No. 
09/425,585, filed Oct. 22, 1999, which is a continuation of Intemational 
Application PCT/EP98/02420, filed Apr. 23, 1998, which designates the United 
States. 
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Claims Text - CLTX (24): 

24. Kit comprising (a) an in vitro ced-free translation extract free of 
ssrA-RNA; (b) optionally a vector suitable for doning nucleic adds encoding 
(poly)peptides to be screened; (c) optionally, ribonuclease inhibitors, 
preferably transition state analogs, and most preferably vanadyl ribonucleoside 
complexes; (d) optionally, with at least one compound selected from the group 
consisting of a protein disulfide isomerase, oxidized or reduced glutathione, 
E. coli DsbA, and molecular chaperones; and (e) optionally oligonucleotides 
encoding 5' or .sub.3' stem loops, ribosome binding sites, spacers and/or 
temninators without stop codons. 
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ABSTRACT: 

The invention features a method for diagnosing and inhibiting growth of a 
malignant neoplasm In a mammal by contacting a cell or a bodily fluid of the 
mammal with an antibody which binds to an human aspartyl (asparaginyl) 
beta-hydroxylase (HAAH) polypeptide. Methods of immunization to generate an 
HAAH-specifIc immune response are also within the invention. 



[0001] This application claims priority to patent application U.S. Ser. No. 
09/436,184, filed on Nov. 8. 1999, the contents of which are hereby 
incorporated by reference. 
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Detail Description Paragraph - DETX (143): 

[0169] AAH antisense oligonucleotides tested were found to inhibit AAH gene 
expression. Using an in vitro cell free transcription translation assay (TNT 
Quick Coupled System), the human AAH cDNA (pHAAH) was used to synthesize AAH 
protein, in vitro translation was achieved with rabbit reticulocyte lysate 
included in the reaction mixture. The translated product was labeled with 
[.sup.35S] methionine in the presence of reaction buffer, RNA polymerase, amino 
acid mixture, and ribonuclease inhibitor (RNAsin). The products were analyzed 
by SDS-PAGE followed by autoradiography. A ludferase (Luc) expressing plasmid 
was used as a positive control. In the second and third lanes, synthesis of 
the .about.85 kD AAH protein is shown (AAH, arrow) using 1 or 2 micrograms of 
plasmid as the template and the T7 DNA-dependent RNA polymerase primer/promoter 
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to generate mRNA. The addition of 100.times.or lOOO.times.excess antisense 
oligonudeotide primer resulted in progressively greater degrees of inhibition 
of AAH protein synthesis, whereas the inclusion of the same amounts of sense 
oligonucleotide had no effect on AAH protein synthesis. Further studies 
demonstrated complete inhibition of AAH protein synthesis only with the 
antisense oligonucleotides. In addition, effective inhibition of gene 
expression was observed using all three antisense oligonucleotides tested. 
FIG. 1 1 shows the results of an in vitro transcription/translation analysis of 
AAH antisense oligonucleotides and shows that the antisense oligonucleotides 
tested block translation of the HAAH RNA and subsequent protein synthesis of 
HAAH protein. 
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ABSTRACT: 



The present invention relates to methods of production of the completely 
post-translatlonally modified protein by combination of cell-free protein 
synthesis and cell-free co- and post-translational modification. Previous 
cell-free protein synthesis system has only been capable of producing partially 
post-translationally modified protein but the present invention employs a co- 
and post-translational modification machinery that produces completely 
post-translatlonally modified protein. 
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Detail Description Paragraph - DETX (33): 

[0045] The plasmid, p64T-EPO containing the cDNA of human EPO with its 
authentic signal sequence (Boissel, J. P., et al., J. Biol. Chem. 
268:15983-15993 (1993)) was purified with cesium chloride gradient 
ultracentrifugation and used as the template for coupled celi'free completeiv 
post-translattonaHv modified protein synthesis . The celi-free completeiv 
post-translatgonaiiv modified protein synthesis was carried out in the presence 
of the CO- and post-translational modification machinery including 
glycosylation machinery besides the components of ceil-free protein synthesis . 
The reaction mixture contained about 53% (vA/) nuclease-treated RRL and the 
final concentrations of other key components were: 17 mM creatine phosphate, 48 
.mu.g/ml creatine phosphokinase, 40 .mu.M each amino acid, 260 units/ml SP6 RNA 
polymerase, 75 .mu.g/ml circular plasmid DNA, 1.8 mM ATP, 1.3 mM GTP, 1 mM each 
of UTP and CTP, 50 mM potassium acetate, 3.6 mM magnesium acetate, 0.4 mM 
spennidine, 4 mM Hepes/KOH (pH 7.3), 1600 units/ml ribonuclease inhibitor, 2.7 
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mM DTT, 9.5 .mu.M hemin, and 57 .mu.g/ml calf liver total tRNA mixture. The 
reaction nnixture was incubated for 60 min at SO.degree. C. 

Detail Description Paragraph - DETX (43): 

[0053] The plasmid, p64T-EPO containing the cDNA of hunnan EPO with its 
authentic signal sequence was purified with cesium chloride gradient 
ultracentrifugation and used as the template for in vitro transcription, in 
vitro transcription was carried out with or without cap structure, 
.sup.7mG(5')ppp(5')G. The final optimized concentrations of components for in 
vitro transcription without cap structure were: 40 mM Tris-HCI (pH 7.5), 6 mM 
magnesium chloride, 10 mM DTT, 1 mM each NTP, 1000 units/ml ribonuclease 
inhibitor 2 mM spermidine, 1000 units/ml SP6 RNA polymerase, 10 mM sodium 
chloride and 0.1 mg/ml circular plasmid. The final optimized concentrations of 
components for in vitro transcription with cap structure were: 40 mM Tris-HCI 
(pH 7.5), 6 mM magnesium chloride, 10 mM DTT, 1 mM each ATP, CTP and UTP, 0.5 
mM GTP, 1000 units/ml ribonuclease inhibitor, 2 mM spermidine, 1000 units/ml 
SP6 RNA polymerase, 10 mM sodium chloride, 0.5 mM cap analog and 0.1 mg/ml 
circular plasmid. To avoid precipitation of DNA with spermidine, the reaction 
mixture was pre-warmed at 37.degree. C. prior to the addition of DNA. The 
transcription reaction was earned out at 37.degree. C. for 4 h. For the 
isolation of synthesized RNA, the reaction mixture was extracted with 
phenol/chloroform and then with chloroform alone. RNA was selectively 
precipitated by addition of equal volume of 5 M LiCI and incubation in ice for 
1 h. Then the mixture was centrifuged for 15 min at 5,000 g at 4.degree. C. 
The resulting pellet was washed with 75% (v/v) ethanol and redissolved in 
RNase-free water. The uncoupled ceil-free protein synthesis in the presence of 
the CO- and post-translational modification machinery including glycosylation 
machinery was canied out. The reaction mixture contained about 53% (v/v) 
nuclease-treated RRL and the final concentrations of other key components were: 
17 mM creatine phosphate, 48 .mu.g/ml creatine phosphokinase. 40 .mu.M each 
amino add, 30 .mu.g/ml RNA, 0.8 mM ATP, 0.3 mM GTP, 50 mM potassium acetate. 
0,5 mM magnesium acetate, 0.4 mM spermidine, 4 mM Hepes/KOH (pH 7.3), 1600 
units/ml ribonuclease inhibitor. 2.7 mM DTT, 9.5 .mu.M hemin, and 57 .mu.g/ml 
calf liver total tRNA mixture. The reaction mixture was incubated for 60 min 
at30.degree. C. 
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ABSTRACT: 

A nnolecule assigning a genotype to a phenotype, which comprises a nucleic acid 
portion having a nucleotide sequence reflecting the genotype, and a protein 
portion comprising a protein involved in exhibition of the phenotype, a 
3'-terminal end of the nucleic add portion and a C-terminal end of the protein 
portion being covalently bound, and a method for constructing the molecule for 
assigning the genotype to the phenotype, which comprises (a) preparing a DNA 
containing a gene which has no termination codbn, (b) transcribing the prepared 
DNA into RNA, (c) bonding a chimeric spacer composed of DNA and RNA to a 
3'-terminai end of the obtained RNA, (d) bonding, to a 3'-temiinal end of the 
obtained bonded product, a nucleoside or a substance having a chemical 
structure analogous to that of a nucleoside, which can be covalently bound to 
an amino acid or a substance having a chemical structure analogous to that of 
an amino acid, and (e) performing protein synthesis in a cell-free protein 
synthesis system using the obtained bonded product as mRNA to bond a nucleic 
acid portion containing the gene to a translation product of the gene. The 
molecule assigning the genotype to the phenotype of the present invention is an 
extremely useful substance that can be used for evolutionary molecular 
engineering, I.e., modification of functional biopolymers such as enzymes, 



12/2/04, EAST Version: 2.0.1.4 



antibodies, and ribozymes, and creation of biopolymers having functions which 
cannot be found in living organisms. 



KWIC 

Detail Description Paragraph - DETX (80): 

[0118] An E. coli cell-free protein synthesis system (E. coll S30 Extract 
System for Linear Templates) was purchased from Promega. T7 RNA polymerase, T4 
DNA ligase, T4 DNA kinase, human placenta ribonuclease inhibitor, EcoRI, BamHI, 
and deoxyribonucleotides were purchased from Takara Shuzo. Restriction enzymes 
BstNl and Bglll were purchased from New England Labs. As for 
[.sup.35S]-methionine, and Iy-.sup.32P]-ATP, those from Amersham, and as for 
Taq DNA polymerase, those from Kurabo and Grainer were used. As for the other 
biochemical reagents, those from Sigma and Wako Pure Chemicals were used. A 
plasmid containing the microtuble-binding region of human tau protein (4 
repeats) (pAR3040) was prepared by picking up the full length gene of human tau 
protein from a cDNA library of human brain cloned in .lambda.ZAPII by PCR, 
introducing the gene into a plasmid, amplifying only the 4 repeats region in 
the plasmid. and introducing the amplified product into a plasmid. As the PCR 
(polymerase chain reaction) apparatuses, Model PTC-100 (MJ Research) and Model 
ASTEC PC800 (Astec) were used. 

Detail Description Paragraph - DETX (123): 

[0159] A ceji-free protein synthesis system of rabbit reticulocyte lysate 
(Nuclease treated Rabbit reticulocyte lysate) was purchased from Promega. T7 
RNA polymerase, T4 DNA ligase, T4 RNA ligase, T4 polynucleotide kinase, human 
placenta ribonuclease inhjbitQr. EcoRI, BamHI, and deoxyribonucleotides were 
purchased from Takara Shuzo. Restriction enzymes BstNl, and Bglll were 
purchased from New England Labs. As for [.sup.35S]-methionine, and 
[.sup.32P]-.gamma.ATP, those from Amersham, and as for Taq DNA polymerase, 
those from Kurabo and Grainer were used. As for the other biochemical 
reagents, those from Sigma and Wako Pure Chemicals were used. A plasmid 
containing the N-terminal half region of human tau protein (amino acid residue 
numbers 1-165) (pAR3040) was prepared by picking up the full length gene of 
human tau protein by PCR method from a cDNA library of human brain cloned in 
.lambda.ZAPII, introducing the gene into a plasmid, amplifying only the 
N-terminal half region by PCR, and introducing the amplified product into a 
plasmid. As the PCR (polymerase chain reaction) apparatus, Model ASTEC PC800 
(Astec) was used. 
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ABSTRACT: 

A pro-inflammatory T ceil response is specifically suppressed by the injection 
into a recipient of DNA encoding an autoantigen associated with autoimmune 
disease. The recipient may be further treating by co-vaccination with a DNA 
encoding a Th2 cytokine, particulariy encoding IL4. In response to the 
vaccination, the proliferation of autoantigen-reactive T cells and the 
secretion of Thi cytokines, including IL-2, IFN-.gamma. and IL-15, are 
reduced. 

CROSS-REFERENCES 

[0001] This application claims priority to earlier filed International Patent 
Application Ser. No. PCT/USOO/06233, filed Mar. 10, 2000 which application 
claims priority to U.S. patent application Ser. No. 09/267,590 filed Mar. 
12. 1999, both of which applications are incorporated herein by reference in 
their entirety. 



KWIC - 

Detail Description Paragraph - DETX (105): 

[0121] In vitro translation . DNA constructs used for DNA vaccination were 
tested for the production of the con-ectly sized product by an in vitro 
translation assay. Approximately 1 .mu.g of plasmid DNA was incubated for 2 
hours at 30.degree. C. in a 50 .mu.l volume containing the following: 25 .mu.l 
of TNT rabbit reticulocyte lysate (Promega Corp., Madison, Wis.), 2 .mu.l of 
TNT reaction buffer (Promega Corp., Madison, Wis.), 1 .mu.l TNT T7 RNA 
polymerase (Promega Corp., Madison, Wis.), 1 .mu.l of a 1 mM amino acid mixture 
minus methionine (Promega Corp., Madison, Wis.), 4 .mu.l of .sup.35S-methionine 



STATE COUNTRY RULE-47 
CA US 
CA US 
CA US 
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at 10 mCi/ml (Amersham Life Sciences Inc., Arlington Heights, III,), and 1 
.mu.l of RNasin ribonuciease inhibitor at 40 U/.mu.l (Promega Corp., Madison, 
Wis.). A 3 .mu.l volume of the products of this reaction was mixed with 
SDS-sample buffer and run on an 18% SDS polyacrylamide gel. After drying, the 
gel was then exposed to autoradiography film. 
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ABSTRACT: 

The present invention relates to methods of production of the completely 

post-translationally modified protein by combination of cell-free protein 
synthesis and cell-free co- and post-translational modification. Previous 
cell-free protein synthesis system has only been capable of producing partially 
post-translationally modified protein but the present Invention employs a co- 
and post-translatlonal modification machinery that produces completely 
post-translationally modified protein. 

9 Claims, 4 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 3 



KWIC 

Detailed Description Text - DETX (33): 

The plasmid, p64T-EPO containing the cDNA of human EPO with its authentic 
signal sequence (Boissel, J. P., et al., J. Biol. Chem. 268:15983-15993 
(1993)) was purified with cesium chloride gradient ultracentrifugation and used 
as the template for coupled celUfree completely post-translationally modified 
protein synthesis . The cell-free completely post-translationailv modified 
protein synthesis was carried out in the presence of the co- and 
post-translational modification machinery including glycosylation machinery 
besides the components of cell-free protein synthesis . The reaction mixture 
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cx)ntained about 53% (v/v) nudease-treated RRL and the final cx)ncentrations of 
other key components were: 17 mM creatine phosphate, 48 .mu.g/ml creatine 
phosphokinase, 40 .mu.M each annino add, 260 units/ml SP6 RNA polymerase, 75 
.mu.g/ml drcular plasmid DNA, 1.8 mM ATP, 1.3 mM GTP. 1 mM each of UTP and 
CTP, 50 mM potassium acetate, 3,6 mM magnesium acetate, 0.4 mM spermidine, 4 mM 
Hepes/KOH (pH 7.3), 1600 units/ml ribonuclease inhibitor 2.7 mM DTT. 9.5 .mu.M 
hemin, and 57 .mu.g/ml calf liver total tRNA mixture. The reaction mixture was 
incubated for 60 min at 30.degree. C. 

Detailed Description Text - DETX (43): 

The plasmid, p64T-EPO containing the cDNA of human EPO with its authentic 
signal sequence was purified with cesium chloride gradient ultracentrifugation 
and used as the template for in vitro transcription. In vitro transcription 
was earned out with or without cap structure, .sup.7 mG(5')ppp(5')G. The final 
optimized concentrations of components for in vitro transcription without cap 
structure were: 40 mM Tris-HCI (pH 7.5), 6 mM magnesium chloride, 10 mM DTT, 1 
mM each NTP, 1000 units/ml ribonuclease Inhibitor 2 mM spemfiidine, 1000 
units/ml SP6 RNA polymerase, 10 mM sodium chloride and 0.1 mg/ml circular 
plasmid. The final optimized concentrations of components for in vitro 
transcription with cap structure were: 40 mM Tris-HCI (pH 7.5), 6 mM magnesium 
chloride, 10 mM DTT, 1 mM each ATP, CTP and UTP, 0.5 mM GTP, 1000 units/ml 
ri b on u clea se j n h j b ito r , 2 mM spermidine, 1000 units/ml SP6 RNA polymerase. 10 
mM sodium chloride, 0.5 mM cap analog and 0.1 mg/ml circular plasmid. To avoid 
precipitation of DNA with spemiidine, the reaction mixture was pre-warmed at 
37.degree. C. prior to the addition of DNA. The transcription reaction was 
carried out at 37. degree. C. for 4 h. For the isolation of synthesized RNA, 
the reaction mixture was extracted with phenol/chloroform and then with 
chloroform alone. RNA was selectively precipitated by addition of equal volume 
of 5 M LiCI and incubation in ice for 1 h. Then the mixture was centrifuged for 
15 min at 5,000 g at 4.degree. C. The resulting pellet was washed with 75% 
(v/v) ethanol and redissolved in RNase-free water. The uncoupled celt'free 
protein synthesis in the presence of the co- and post-translational 
modification machinery including glycosylation machinery was carried out. The 
reaction mixture contained about 53% (v/v) nudease-treated RRL and the final 
concentrations of other key components were: 17 mM creatine phosphate, 48 
.mu.g/ml creatine phosphokinase, 40 .mu.M each amino acid, 30 .mu.g/ml RNA, 0.8 
mM ATP, 0.3 mM GTP, 50 mM potassium acetate, 0.5 mM magnesium acetate, 0.4 mM 
spermidine, 4 mM Hepes/KOH (pH 7.3), 1600 units/ml ribonuclease Inhibitor, 2.7 
mM DTT, 9.5 .mu.M hemin, and 57 .mu.g/ml calf liver total tRNA mixture. The 
reaction mixture was incubated for 60 min at 30.degree. C. 
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ABSTRACT: 

3-{amino- or aminoalkyi) pyridinone derivatives having the fonnula (1) 
##STR1## 

wherein Q, X, Y, and R.sup.3 -R.sup.6 are as defined, which derivatives are 
useful for the treatment of HIV related diseases. 

4 Claims, 0 Drawing figures 

Exemplary Claim Number: 1 



KWIC 

Detailed Description Text - DETX (28): 

The piasmid pAV4 containing the 50-997 HIV-1 nucleotide fragment (MAL 
strain) in pSP64, under the control of the bacteriophage T7 promoter was a kind 
gift from Dr. J. L. DARLIX (INSERM-Lyon, France). E. coli HB 101 recA.sup.- 
was used for piasmid amplification. After digestion of this clone with PstI 
and in vitro transcription using T7 RNA polymerase, a HIV-1 genomic RNA 
fragment starting at position +50 of the MAL sequence was obtained, in vitro 
transcription using T7 RNA polymerase as periFomned as follows. Three .mu.g of 
linearized piasmid DNA were transcribed in 100 .mu.L of 40 mM Tris ~HCI pH 
8.0. 8 mM MgCl.sub.2, 10 mM spermidine, 25 mM NaCI, 10 mM dithiothreitol, 0.5 
mM of each ribonucleoside triphosphate, with 100 units of T7 RNA polymerase and 
in the presence of 20 units of human placenta ribonuclease inhibitor, for 2 
hours at 37.degree. C. After treatment with 12 units of Rnase-free Dnase I 
(for 10 minutes at 37.degree. C), the RNA transcripts were extracted with 1 
volume of phenol/chloroform/isoamyl alcohol (24:24:1) and with chloroform and 
precipitated in 2.5 volumes of ethanol and 0.3 M ammonium acetate (pH 5.5). 
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US-CL-CURRENT: 530/387.9, 435/6 , 530/388.1 . 530/388,2 , 530/389.1 
ABSTRACT: 

Methods and compositions for inhibiting and/or inactivating nucleases by 
employing nuclease inhibitors are provided. The nuclease inhibitors comprise 
anti-nudease antibodies and non-antibody nuclease inhibitors. The 
anti-nuclease antibodies of the present invention may be a polyclonal or 
monoclonal antibodies, and may be anti-ribonuclease antibodies, 
anti-deoxyribonuclease antibodies, or antibodies to non-specific nucleases. A 
preferred embodiment comprises at least two nuclease inhibitors, and is 
referred to as a nuclease inhibitor cocktail. In some specific embodiments, 
the invention concerns methods of performing in vitro translation comprising 
obtaining a first nuclease inhibitor, which inhibitor is further defined as an 
. anti-nudease antibody, and placing the anti-nuclease antibody in an in vitro 
translation reaction. In many cases, the in vitro translation reaction 
comprises at least one nuclease, which may be a ribonuclease, a 
deoxyribonuclease, or a nonspecific nuclease. The invention also relates to 
kits for the perfomnance of various microbiological procedures, which kits 
comprise the nuclease inhibitors described herein. 

49 Claims, 0 Drawing figures 

Exemplary Claim Number: 1 



KWIC 

Brief Summary Text - BSTX (29): 

In some specific embodiments, the invention concerns methods of performing 
in vitro translation comprising obtaining a first nuclease inhibitor, which 
inhibitor is further defined as an anti-nuclease antibody, and placing the 
anti-nudease antibody in an in vitro translation reaction. In many cases, the 
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in vitro translation reaction comprises at least one nuclease, which may be a 
ribonuclease, a deoxyribonuclease, or a nonspecific nuclease, as described 
elsewhere in the specification. Of course, the reaction may further comprise a 
combination of two or more nucleases. The in vitro translation reaction will 
also comprise a nucleic add, which will usually be RNA, in particular, the 
mRNA to be employed in translation. However, the reaction may also comprise 
DNA. for example, as the result of a cell-based isolation procedure or a 
coupled, linked, or separated transcription/translation reaction performed 
according to any of a number of methods known to those of skill in the art. 
The anti-nuclease antibody can be any of those described above. In many cases 
the methods involve obtaining a second nuclease inhibitor and placing the 
second nuclease inhibitor in the in vitro translation reaction. The second 
nuclease inhibitor can be any anti-nudease antibody or non-antibody nuclease 
inhibitor as described elsewhere in the specification. In some preferred 
embodiments, the first nuclease inhibitor is an anti'micrococcal nuclease 
antibody and the second anti-nudease antibody is an anti-ribonuclease 
antibody. These methods will often involve the use of celNfree translation 
systems, such as, for example, the reticulocyte lysate, wheat germ lysate, 
Drosophila lysate, yeast lysate, etc. systems known to those of skill in the 
art and described in the literature and elsewhere in the specification. 

Brief Summary Text - BSTX (30): 

The invention also relates to kits for the performance of various 
microbiological procedures, which kits comprise the nuclease inhibitors 
described herein. These kits may contain either a single nuclease inhibitor^ 
or multiple nuclease inhibitors . In some cases, these kits may contain a 
cocktail of nuclease inhibitors, as described elsewhere in the specification. 
In one particular embodiment, the kit is further defined as a kit for in vitro 
translation and comprises at least one anti-nuclease antibody and some or all 
of the necessary components for, or to make, a cell'free translation system. 
Such systems are known to those of skill in the art. 

Brief Summary Text - BSTX (39): 

A combination of at least two nuciease inhibitors is referred to herein as a 

"nuciease inhibitor cocktaiL" The nuclease inhibitors include anti-nuclease 
antibodies and non-antibody nuciease inhibitors j"other nuclease inhibitors "^ 
" In vitro translation " is a process of protein synthesis outside the iivinq 
ceil using ceil-free extract and mRNA transcript as genetic material for 
translation. Examples of in vitro translation reactions include IVT Retic 
Lysate.TM. or IVT Wheat Gemi.TM. (Ambion). Of course, those of ordinary 
skill in the art will understand how to perform in vitro translation reactions 
with other than the examples given. 

Brief Summary Text - BSTX (52): 

The compositions to which the present methods may be applied in order to 
inhibit and/or inactivate nucleases will be generally in a liquid form, 
although a solid composition, such as a matrix comprising immobilized nuclease 
inhibitor, is also contemplated within the scope of the present invention. If 
liquid, the composition may be, for example, a reagent used in molecular 
biology. Representative reagents that may be employed in the present invention 
include, but are not limited to, water, tris-ethylenediamine tetraacetic acid 
buffer (TE buffer), sodium chloride/sodium citrate buffer (SSC), 
3-(N-morpholinol) propanesulfonic acid (MOPS), Tris buffer, ethylenediamine 
tetraacetic acid, nucleic acid hybridization buffer, sodium acetate buffer, 
DNase I digestion buffer, transcription buffer reverse transcription buffer, 
celt free extract for in vitro translation, in situ hybridization buffer, and 
nucleic acid storage buffer/solution. One of skill in the art will understand 
that the methods of the present invention can be employed with compositions in 
addition to those named above. 
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Detailed Description Text - DETX (76): 
Nuclease inhibitor Cocktail Use in In Vitro Transcription Reactions 

Detailed Description Text - DETX (82): 

Nuclease Inhibitor Cocktail Use in In Vitro Translation Reactions Using 
Prokarvotic and Eukarvotic Cell^Free Lysate 

Detailed Description Text - DETX (83): 

Various prokaryotic and eukaryotic cell-free Ivsates may be used for protein 
synthesis from RNA (translation) or DNA (coupled transcription/translation) 
templates. Such a protein synthesis reaction may contain: buffer, salts 
(Mg.sup.2+, K.sup.+), amino adds, reducing agent, RNA or DNA template, energy 
sources (ATP, GTP), tRNAs, and a cell-free lysate (e.g., wheat germ lysate, 
rabbit reticulocyte lysate, Drosophila lysate, yeast lysate). Because of the 
nature of cell-free lysates, there is often a need to inhibit nucleases in 
cell-free extracts, and the nuclease inhibitor cocktail of the present 
application may be used in this regard. Components of a nuclease inhibitor 
cocktail for a cell-free extract may include one or more anti ^nuclease 
antibodies that inhibit nucleases from the specifies from which the cell-free 
extract is derived. 

Detailed Description Text - DETX (84): 

The methods and compositions of the present invention can be used for making 
mRNA dependent cell-free translation systems in which a RNase is used to 
degrade endogenous mRNA, and the RNase is subsequently inactivated by addition 
of a nuclease inhibitor, including an anti-nuciease antibody to the RNase 
and/or a non-antibody nuclease inhibitor such as RIP. 
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ABSTRACT: 

The present invention relates to methods for identifying nucleic acid 
molecules encoding (poly)peptides that interact with target molecules. The 
method of the present invention is particulariy characterized by an in vitro 
translation step under conditions that allow fonnation of polysomes in the 
presence of antisense oligonucleotides complementary to the tag-coding sequence 
of ssrA-RNA. The present invention further relates to kits that are useful for 
carrying out the method of the invention. 

9 Claims, 10 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 5 
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Brief Summary Text - BSTX (56): 

Finally, the present invention relates to a kit comprising (a) an in vitro 
celi'free translation extract free of ssrA-RNA; (b) optionally a vector 
suitable for cloning nucleic acids encoding (poly) peptides to be screened; (c) 
optionally, ribonuctease inhibitors, preferably transition state analogs, and 
most preferably vanadyl ribonucleoside complexes; (d) optionally, at least one 
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compound selected from the group consisting of a protein disulfide isomerase, 
oxidized or reduced glutathione, E. coli DsbA. and molecular chaperones; and 
(e) optionally oligonucleotides encoding 5* or 3' stem loops, spacers or 
tenminators vynthout stop codons. 
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synthetic reactions 
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PARENT-CASE: 

This application is a continuation of application Ser. No. 08/323,602 filed 
Oct. 17, 1994, abandoned, which is a continuation of Ser. No. 08/108,115 
filed Aug. 17, 1993, abandoned, which is a continuation of Ser. No. 
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US-CL-CURRENT: 435/195. 536/25.3 , 536/25.33 
ABSTRACT: 

The present invention relates to compositions and methods for increasing the 
yields of polynucleotide synthetic reactions. In particular, it relates to an 
improved reaction mixture for use in in vitro RNA trancription and in various 
other enzymatic reactions in which a polynucleotide is synthesized. The 
reaction mixture uses high concentrations of total nucleotides, in the order of 
12 mM to 40 mM, i.e. levels that were previously thought to be inhibitory. 
Other useful modifications are also disclosed. 

55 Claims, 3 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 3 



KWIC 

Detailed Description Paragraph Table - DETL (2): 

TABLE 3 Effect of Tris-nucleotides on In VStro Transcription yields with 
SP6 RNA polymerase and T7 RNA polymerase .mu.g RNA synthesis at 6 hours A. 
SP6 RNA polymerase 20 mM NTPs 1.99 .mu.g 20 mM Tris-NTPs 27,7 .mu.g B. T7 
RNA polymerase 30 mM NTPs 10.36 .mu.g 25 mM NTPs + 23.4 .mu.g 5 mM Tris-NTPs 
1 . T7 Reactions were carried out similariy to as described in FIG. 1 and 2. 
SP6 reactions were carried out as described in FIG. 3 except that the amount 



STATE ZIP CODE COUNTRY 

TX N/A N/A 

TX N/A N/A 

TX N/A N/A 
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of SP6 polymerase was 2000 U/ml, pyrophosphatase was 15 U/ml and human 
placental ribonuciease inhibitor was present at 1250 U/ml. The reactions were 
incubated at 37.degree. C. for 6 hours. 
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This application is a continuation of application Ser. No. 08/323,602 filed 
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US-CL-CURRENT: 435/195, 536/25.3 . 536/25.33 
ABSTRACT: 

The present invention relates to compositions and methods for increasing the 
yields of polynucleotide synthetic reactions. In particular, it relates to an 
improved reaction mixture for use in in vitro RNA trancription and in various 
other enzymatic reactions in which a polynucleotide is synthesised. The 
reaction mixture uses high concentrations of total nucleotides, in the order of 
12 mM to 40 mM, i.e. levels that were previously thought to be inhibitory. 
Other useful modifications are also disclosed. 

26 Claims, 3 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 3 
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Detailed Description Paragraph Table - DETL (2): 

TABLE 3 Effect of Tris-nucleotides on In Vitro Transcription yields with 
SP6 RNA polymerase and T7 RNA polymerase .mu.g RNA synthesis at 6 hours A. 
SP6 RNA polymerase 20 mM NTPS 1.99 .mu.g 20 mM Tris-NTPs 27.7 .mu.g B. T7 
RNA polymerase 30 mM NTPs 10.36 .mu.g 25 mM NTPS + 23.4 .mu.g 5 mM Tris-NTPS 
1. T7 Reactions were carried out similariy to as described in FIGS. 1 and 2. 
SP6 reactions were carried out as described in FIG. 3 except that the amount n 
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of SP6 polymerase was 2000 U/ml, pyrophosphatase was 15 U/ml and human 
placental ribonoctease Inhibitor was present at 1250 U/ml. The reactions were 
incubated at 37.degree. C. for 6 hours. 
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US-CL-CURRENT: 435/69.1 , 530/326 , 530/350 
ABSTRACT: 

A calpain protein which is specific for the retina in eye tissues containing 
a protein having an amino add sequence represented by SEQ ID NO: 1 in Sequence 
Listing; a DNA represented by SEQ ID NO: 2 in Sequence Listing which encodes 
the above protein; a vector containing this DNA; a transformant transfonned by 
this vector; and a process for producing the calpain protein which comprises 
culturing the transformant. 

5 Claims, 16 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 1 6 



KWIC 

Detailed Description Text - DETX (71): 

Then, transcription of the probe sequence was carried out by using T7 
promoter. The transcription was carried out by using MAX I script.TM. jn 
Vitro Transciiption Kits (Ambion). Specifically, the probe sequence containing 
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the vector (1 .mu.g) was reacted in l.times.transcription buffer containing 0.5 
mM dNTP. T7 polymerase (20 U) and a ribonuclease inhibitor (10 U) at 37.degree. 
C. for 1 hour. After transcription, DNase I (2 U). was added and the mixture 
was reacted at 37.degree. C. for 15 minutes to remove DNA's, Then, the 
transcription product was subjected to ethanol precipitation to effect 
concentration and purification of the reaction product. 
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US-CL-CURRENT: 514/44, 424/204.1 , 435/320.1 
ABSTRACT: 

DNA cancer vaccines and methods for their use are described. The vaccines 
are comprised of viral liposomes comprising nucleic acid, preferably DNA, 
encoding a tumor-associated antigen. The viral liposomes may be formed by the 
fusion of HVJ reagents with nonviral reagents. The vaccine may be administered 
subcutaneously, intrademially, intramuscularly or into an organ. The vaccine 
may be administered to induce a host normal cell to express the tumor 
associated antigen. 

33 Claims, 10 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 10 
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Detailed Description Text - DETX (70): 

In vitro translation of gpl 00 protein. Human gp1 00 protein was in vitro 
translated using the TNT Coupled Reticulocyte Lysate Systems (Promega). 
Briefly, 1 .mu.g of pSH40 plasmid DNA was mixed with 25 .mu.l of TNT rabbit 
reticulocyte lysate, 2 .mu.l of TNT reaction buffer, 1 .mu.l of TNT RNA 
Polymerase, 1 .mu.l of amino acid mixture minus methionine, 1 mM, .sup.35 
S-methionine at 10 mCi/ml, 1 .mu.l of RNasin Ribonuclease inhibitor and 
nuciease-free H.sub.2 O to final volume of 50 .mu.l. The mixture was incubated 
at 30.degree. C. for 60 minutes. 
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US-CL-CURRENT: 514/44. 424/93.2 , 435/320.1 
ABSTRACT: 

This invention provides a vaccine for protecting an avian species against 
infectious bursal disease virus which comprises an effective immunizing amount 
of a vector comprising 1) one or more isolated nucleic acids encoding an 
infectious bursal disease virus polypeptide; and 2) a suitable carrier and/or 
adjuvant. 

10 Claims. 10 Drawing figures 
Exemplary Claim Number: 1 
Number of Drawing Sheets: 7 



KWIC 

Detailed Description Text - DETX (48): 

tn-Vitro translation of the cloned fragments. The ability of protein 
synthesis from the cloned fragments was checked by in-vitro translation. 
In-vitro coupled transcription/ translation system TNT Coupled Reticulocyte 
lysate systems from Promega was used. The detection was preformed by using 
Transcend Non radioactive Colorimetric translation detection system (Promega) 
according to the manufacture. Briefly the reaction was carried out using 25 I 
TNT Rabbit Reticulocyte lysate, 2 I of reaction buffer, 1 I T7 polymerase, 1 I 
amino acid mixture 1 mM, 40u RNasin nbonucfease Inhibitor, 1 g DNA plasmid 
template and 3 1 of Transcend Biotin-Lysyl-tRNA at 30c for 90 min. From each 
translation reaction 1 aliquot was removed and 15 I of SDS sample buffer 
(Laemmli, U.K. (1970) Nature (London) 227, 680) was added. The samples were 
boiled for 2 min and the products were resolved on an SDS-PAGE gel (Laemmli, 
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U.K. (1970) Nature (London) 227, 680). Bio-Rad SDS-PAGE pertained standards 
(Broad Range Marker) or NOVEX (See Blue pre stained standards) were used as 
molecular weight markers. The translation products were blotted from the 
SDS-PAGE to nitrocellulose 0.22 membrane (Towbin, H., Staehelin. T. and Gordon, 
J. (1979). Proc. Natl. Acad. Sd. USA 76, 4350. The colorimetric 
(BCIP/NBT) Detection of the protein products was carried out according to 
Promega. Using VP2 cloned in pcDNA3-1, a protein band of approximately 48 kDa 
was observed on the blot after developing the colorimetric reaction. The 
control (empty plasmid) gave none (FIG. 7). Using VPS and VP4 doned in 
pcDNAS.I, protein bands of approximately 40 kDa, and 33 kDa, respectively were 
observed on the blot. The control gave none (FIG. 7a). 
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US-CL-CURRENT: 514/349, 514/350 , 514/351 , 546/297 , 546/298 , 546/300 
ABSTRACT: 

The present invention is concerned with 3-(amino- or aminoalkyl)pyridlnone 
derivatives which inhibit the reverse transcriptase of the Human 
Immunodeficiency Virus (HIV). It relates moreover to the use of such compounds 
for treating HIV-related diseases. Furthermore it relates to a process for the 
preparation of these compounds. 

18 Claims, 0 Drawing figures 

Exemplary Claim Number: 1 



Detailed Description Text - DETX (28): 

The plasmid pAV4 containing the 50-997 HIV-1 nucleotide fragment (MAL 
strain) in pSP64, under the control of the bacteriophage T7 promoter was a kind 
gift from Dr. J. L. DARLIX (INSERM-Lyon. France). E. coli HB 101 recA.sup.- 
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was used for plasmid amplification. After digestion of this clone with PstI 
and in vitro transcription using T7 RNA polymerase, a HIV-1 genomic RNA 
fragment starting at position +50 of the MAL sequence was obtained, in vitro 
transcription using T7 RNA polymerase as performed as follows. Three .mu.g of 
linearized plasmid DNA were transcribed in 100 .mu.L of 40 mM Tris-HCI pH 8.0, 
8 mM MgCl.sub.2. 10 mM spemnidine, 25 mM NaCI, 10 mM dithiothreitol, 0.5 mM of 
each ribonucleoside triphosphate, with 100 units of T7 RNA polymerase and in 
the presence of 20 units of human placenta ribonuclease inhibitor, for 2 hours 
at 37.degree. C. After treatment with 12 units of Rnase-free Dnase I (for 10 
minutes at 37.degree. C), the RNA transcripts were extracted with 1 volume of 
phenol/chlorofomn/isoamyl alcohol (24:24:1) and with chloroform and 
precipitated in 2.5 volumes of ethanol and 0.3 M ammonium acetate (pH 5.5). 
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US-CL-CURRENT: 514/12, 435/252.3 , 435/320.1 , 435/325 . 435/69.7 , 530/350 
. 536/23.4 

ABSTRACT: 

Disclosed are novel biologically active lipopolysaccharide binding protein 
(LBP) derivatives including LBP derivative hybrid proteins which are 
characterized by the ability to bind to and neutralize LPS and which lack the 
CD14-mediated immunostimulatory properties of holo-LBP. 

15 Claims, 26 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 25 



KWIC 

Detailed Description Text - DETX (68): 

In this example, in vitro transcription/ translation reactions were carried 
out for plasmids encoding BPI.sub.23 and the LBP/BPI hybrid proteins of 
Examples 5 and 6. Specifically, the TNT.TM. Coupled Reticulocyte Lysate 
System Kit (Promega, Wis.) with SP6 RNA polymerase was used to carry out in 
vitro transcriptionAranslation of plasmids pML103 and pML105 to produce hybrid 
LBP/BPI proteins. The kit is a complete system, which provides all the 
reagents necessary to make protein. One adds only the DNA template specifying 
the protein sequence of interest, a radiolabeled amino acid (.sup.35 
S-methionine) and a ribonuclease inhibitor (Promega's recombinant RNasin). 
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US-CL-CURRENT: 435/6, 435/69.1 , 435/7.1 , 530/350 , 536/23.1 , 536/24.2 
, 536/25.3 

ABSTRACT: 

A molecule comprising a nucleic acid portion and a protein portion directly 
bound to said nucleic add portion with a covalent bond, wherein said nucleic 
acid portion comprises a polymer of nucleoside, and said protein portion is 
encoded by said nucleic acid portion, and a method for constructing the 
molecule, which comprises (a) preparing a DNA containing a gene which has no 
termination codon, (b) transcribing the prepared DNA into RNA, (c) bonding a 
chimeric spacer composed of DNA and RNA to a 3'-terminal end of the obtained 
RNA, (d) bonding to a 3'-tenninal end of the obtained bonded product, a 
nucleoside or a substance having a chemical structure analogous to that of a 
nucleoside, which can be covalently bound to an amino acid or substance having 
a chemical structure analogous to that of an amino acid, and (e) perfomriing 
protein synthesis in a cell-free protein synthesis system using the obtained 
bonded product as mRNA to bond a nucleic acid portion containing the gene to a 
translation product of the gene. The molecule of the present invention is an 
extremely useful substance that can be used for evolutionary molecular 
engineering, i.e., modification of functional biopolymers such as enzymes, 
antibodies, and ribozymes, and creation of biopolymers having functions which 
cannot be found in living organisms. 

24 Claims, 12 Drawing figures 



12/2/04, EAST Version: 2.0.1.4 



Exemplary Claim Number: ,1 
Number of Drawing Sheets: 1 1 



KWIC 

Detailed Description Text - DETX (80): 

An E. coil cell-free protein synthesis system (E. coll S30 Extract System 
for Linear Templates) was purchased from Promega. T7 RNA polymerase, T4 DNA 
llgase, T4 DNA kinase, human placenta ribonuclease inhibitor EcoRI. BamHI, and 
deoxyribonucleotides were purchased from Takara Shuzo. Restriction enzymes 
BstNl and Bglll were purchased from New England Labs. As for [.sup.35 
S]-methlonine, and [.gamma.-.sup.32 P]-ATP, those from Amersham, and as for Taq 
DNA polymerase, those from Kurabo and Grainer were used. As for the other 
biochemical reagents, those from Sigma and Wako Pure Chemicals were used. A 
plasmid containing the microtuble-binding region of human tau protein (4 
repeats) (pAR3040) was prepared by picking up the full length gene of human tau 
protein from a cDNA library of human brain cloned in .lambda. ZAPII by PCR, 
introducing the gene into a plasmid, amplifying only the 4 repeats region in 
the plasmid, and introducing the amplified product into a plasmid. As the PCR 
(polymerase chain reaction) apparatuses. Model PTC-100 (MJ Research) and Model 
ASTEC PC800 (Astec) were used. 

Detailed Description Text - DETX (122): 

A cell-free protein synthesis system of rabbit reticulocyte lysate (Nuclease 
treated Rabbit reticulocyte lysate) was purchased from Promega. T7 RNA 
polymerase, T4 DNA ligase, T4 RNA ligase, T4 polynucleotide kinase, human 
placenta ribonuclease mhibitor. EcoRI, BamHI, and deoxyribonucleotides were 
purchased from Takara Shuzo. Restriction enzymes BstNl, and Bglll were 
purchased from New England Labs. As for [.sup.35 S]-methionine, and [.sup.32 
P]-.gamma.ATP, those from Amersham, and as for Taq DNA polymerase, those from 
Kurabo and Grainer were used. As for the other biochemical reagents, those 
from Sigma and Wako Pure Chemicals were used. A plasmid containing the 
N-temiinal half region of human tau protein (amino acid residue numbers 1-165) 
(pAR3040) was prepared by picking up the full length gene of human tau protein 
by PCR method from a cDNA library of human brain cloned in .lambda.ZAPII, 
introducing the gene into a plasmid, amplifying only the N-temiinal half region 
by PCR, and introducing the amplified product into a plasmid. As the PCR 
(polymerase chain reaction) apparatus, Model ASTEC PC800 (Astec) was used. 
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US-CL-CURRENT: 435/6. 435/1 5 . 435/1 93 . 435/375 . 435/91 .31 , 536/24.5 
ABSTRACT: 

Complementary DNA and genomic clones for three variants of GST-.pi. are 
disclosed. It is demonstrated that certain of these variants are overexpressed 
in gliomas, thereby indicating an involvement with that form of cancer. This 
permits the detection and treatment of certain classes of tumors using new 
compositions such as GST-.pi. genes, oligonucleotides, peptides and 
antibodies. 

1 1 Claims, 38 Drawing figures 
Exemplary Claim Number: 1 
Number of Drawing Sheets: 26 
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Detailed Description Text - DETX (289): 

tn Vitro Transcription of pT7.beta.-Pi. 100 .mu.g of the pT7.beta.-Pi 
vector was linearized by digestion with 80 units of Xbal for 1 hr, the 
linearized plasmid extracted with phenol/chloroform, ethanol-precipitated, 
washed in 70% ethanol, and redissolved in 400 .mu.l of nuclease-free water. A 
1 ml transcription reaction mixture was set up containing 400 .mu.l linearized 
DNA. 100 mM dithiothreitol, 600 nM each of ATP, UTP, CTP and GTP, 1000 U/ml of 
RNAsin ribonuciease inhibitor, and 400 units/ml of bacteriophage T7 RNA 
polymerase. The mixture was incubated for 2 hrs at 38.5.degree. C. and 
additional 400 units of T7 RNA polymerase was added. After a further 2 hrs, 78 
units of RNAse-free DNAse were added to digest the DNA template. Following a 
15 min incubation at 37.degree. C, the RNA product was extracted with 
phenol/chlorofomd, precipitated twice with ethanol/ammonium acetate. 
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redissolved in nuclease-free water and the integrity of the run-off transcripts 
was nnonitored by electrophoresis in a 1.3% denaturing agarose-fonnaldehyde gel 
and UV spectrooietry. Radiolabeled mRNAs were obtained by a ten-fold scaledown 
of the same protocol and substituting cold CTP with 250 .mu.Ci of 
5'[alpha.sup.32 P]CTP in the reaction. 

Detailed Description Text - DETX (290): 

(n vitro Translation of GST-pi with .sup.35 S-labelled Methionine. 
Approximately, 360 ng of recombinant hGSTP1*C mRNA (or an equimolar amount of 
control ludferase mRNA) were heated at 67.degree. C. and quenched on ice for 
10 mins to remove RNA secondary structure. The reaction mixtures (25 .mu.l 
total volume) contained 14.5 .mu.g/ml GST P1*C mRNA or an equimolar amount of 
luciferase control mRNA. 16.5 .mu.l reticulocyte lysate. 60 mM exogenous KCI, 
20 .mu.M amino acid mixture without methionine, 800 U/ml RNASin rifaonuclease 
inhibitor, and 0.4 mCi/ml L-[.sup.35 S] Methionine. The reaction was allowed 
to proceed for 1 hr at 30.degree. C. and the translated proteins were analyzed 
by discontinuous SDS-polyacrylamide gel electrophosesis with a 4% stacking and 
a 12% separating gel, using 15 .mu.l of 6-fold diluted samples per lane. The 
gels were fixed, incubated for 30 mins in EN.sup.3 HANCE solution (Dupont 
Corporation, Boston, Mass.), dried and autoradiographed on Kodak X0MAT-AR5 
film. 

Detailed Description Text - DETX (291): 

RNase H Effects on AS ON Translational Block of GST-pi mRNA. In vitro 
translation reaction mixtures were set up as described eariier containing 
unmodified, partially-modified, and fully-modified phosphorothioate AS ONs. E. 
coli RNase H was added to each sample to achieve 10 U/ml final concentration. 
RNAs in ribonuclease inhibitor was omitted from the reactions. After 1 hr 
incubation, the samples were analyzed as described eariier. 
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US-PAT-NO: 5965399 



DOCUMENT-IDENTIFIER: US 5965399 A 

TITLE: Cloning and expression of rat liver and porcine liver 

ribonuclease inhibitor 

DATE-ISSUED: October 12. 1999 

INVENTOR-INFORMATION: 

NAME CITY STATE ZIP CODE COUNTRY 

Chatterjee; Deb K. Potomac MD N/A N/A 

Shandilya; Harini New Market MD N/A N/A 

APPL-NO: 08/ 795395 

DATE FILED: February 4. 1997 

PARENT-CASE: 

The present application is a continuation-in-part of U.S. application Sen 
No. 08/794,546, filed Feb. 3, 1997 (now abandoned), and claims the benefit of 
the filing date of U.S. Provisional Application No. 60/024,057, filed Aug. 
16, 1996, abandoned. 



US-CL-CURRENT: 435/69.2, 435/194 , 435/252.33 , 435/320.1 , 435/69.1 
, 536/23.1 , 536/23.4 , 536/23.5 

ABSTRACT: 

The invention relates to the cloning of a gene encoding rat liver 
ribonuclease inhibitor (Rl), and its expression in a cellular host. In 
addition, the invention relates to the successful cloning of a gene encoding 
porcine liver Rl, and its expression in a cellular host. 

21 Claims, 3 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 3 



KWIC 

Brief Summary Text - BSTX (5): 

Rl is a cytoplasmic protein ubiquitously present in a variety of mammalian 
tissues. It inhibits a variety of ribonucleases (RNases) by binding tightly to 
both intracellular and extracellular RNases by forming a 1: 1 complex (Roth, J. 
S., Methods Cancer Res. 3:153-243 (1967); Blackburn, P. et al., J. Biol. 
Chem. 252:5904-5910 (1977); Blackburn, P., J. Biol. Chem. 254:12484-12487 
(1979); Blackburn, P and Moore, S., Enzymes, 3rd Ed. (1982), vol. 15, pp. 
317-433; Lee, F. S. et al., Biochemistry 27:8545-8553 (1988)). Some evidence 
indicates that tissues which are highly active in protein synthesis have a high 
excess of Rl over RNase. Conversely, in catabolically active tissues that do 
not accumulate RNA, the ratio of Rl to RNase is low (Kraft, N. and Shortman, 
K., Biochim. Biophys. Acta. 217:164-175 (1970)). The biological function of 
Rl has been implicated to be in (a) regulation of RNA turnover by controlling 
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cytoplasmic RNase activity, (b) safeguarding against non-cytoplasmic RNases 
that mislocalized to the cytoplasm, and (c) regulation of angiogenin, a protein 
that induces blood vessel growth and contains RNase activity. In vitro. Rl Is 
useful in a variety of molecular biology applications where RNase contamination 
is a potential problem. Examples of these applications include reverse 
transcription of mRNA, celUfree translation systems, preparation of RNase-free 
antibodies, and in vitro virus replication. Ideally, Rl to be used in these 
kinds of applications will be capable of inhibiting a large number of RNases, 
such as eukaryotic RNase A, RNase B and RNase C. as well as prokaryotic RNases. 
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US-PAT-NO: 5932440 



DOCUMENT-IDENTIFIER: US 5932440 A 
**See image for Certificate of Correction** 

TITLE: Mammalian ribonuclease inhibitors and use thereof 



DATE-ISSUED: August 3, 1999 

INVENTOR-INFORMATION: 
NAME CITY 
Chatterjee; Deb K. N. Potomac 

Shandilya; Harini New Market 

APPL-NO: 08/910731 



STATE ZIP CODE COUNTRY 
MD N/A N/A 
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DATE FILED: August 13, 1997 

PARENT-CASE: 

CROSS-REFERENCE TO RELATED APPLICATIONS 

This application is a continuation-in-part of U.S. application Ser. No. 
08/795,395, filed Feb. 4, 1997, which is a continuation-in-part of U.S. 
application Ser. No. 08/794,546, filed Feb. 3, 1997, now abandoned, which 
claims priority to U.S. Provisional Application No. 60/024,057, filed Aug. 
16, 1996. The contents of each of these patent applications are fully 
incorporated by reference herein. 



US-CL-CURRENT: 435/69.1, 435/252.3 , 435/252.33 . 435/320.1 , 435/325 
,435/419,536/23.5 

ABSTRACT: 

The invention relates to the cloning of a gene encoding rat liver Rl, and 
its expression in a cellular host. In addition, the invention relates to the 
successful cloning of a gene encoding porcine liver Rl, and its expression in a 
cellular host. The invention also relates to the cloning and expression of 
human liver Rl, and the cloning and expression of chimeric mammalian RIs, 
particularly chimeric porcine/human liver RIs, which may be themiostable. The 
invention also relates to methods and kits for use in producing nucleic acid 
molecules and polypeptides using the RIs of the invention, and to nucleic acid 
molecules and polypeptides produced using these methods and kits. 

44 Claims, 5 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 5 
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Brief Summary Text - BSTX (4): 
Rl is a cytoplasmic protein ubiquitously present in a variety of mammalian 
tissues. It inhibits a variety of ribonucleases (RNases) by binding tightly to 
both intracellular and extracellular RNases byfonning a 1:1 complex (Roth, J. 
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S., Methods Cancer Res. 3: 153-243 (1967); Blackburn. P., et al., J Biol. 
Chem. 252: 5904-5910 (1977); Blackburn. P.. J. Biol. Chem. 254: 12484-12487 
(1979); Blackburn. P.. and Moore. S.. Enzymes. 3rd Ed. (1982). vol. 15. pp. 
317-433; Lee, F. S., et al., Biochemistry 27: 8545-8553 (1988)). Some evidence 
indicates that tissues which are highly active in protein synthesis have a high 
excess of Rl over RNase. Conversely, in catabolically active tissues that do 
not accumulate RNA, the ratio of Rl to RNase is low (Kraft, N., and Shortman, 
K., Biochim. Biophys. Acta. 217:164-175(1970)). The biological function 
of Rl has been implicated to be in (a) regulation of RNA tumover by 
controlling cytoplasmic RNase activity, (b) safeguarding against 
non-cytoplasmic RNases that mislocalized to the cytoplasm, and (c) regulation 
of angiogenin, a protein that induces blood vessel growth and contains RNase 
activity. In vitro. Rl is useful in a variety of molecular biology 
applications where RNase contamination is a potential problem. Examples of 
these applications include reverse transcription of mRNA, cell-free translation 
systems, preparation of RNase-free antibodies, and it vitro virus replication. 
Ideally, Rl to be used in these kinds of applications will be capable of 
inhibiting a large number of RNases, such as eukaryotic RNase A, RNase B and 
RNase C. as well as prokaryotic RNases. 
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TITLE: 



Efficient translation in eukaryotic and prokaryotic 

systems 



DATE-ISSUED: 



February 23. 1999 



INVENTOR-INFORMATION: 
NAME CITY 
Mensa-Wilmot; Kojo A. 



Athens 



STATE ZIP CODE COUNTRY 
GA N/A N/A 



APPL-NO: 08/821022 
DATE FILED: March' 19, 1997 

US-CL-CURRENT: 435/69.1. 435/252.3 , 435/252.33 , 435/320.1 , 435/325 
, 435/410 , 435/455 , 435/471 , 536/23.1 , 536/24.1 

ABSTRACT: 

The present disclosure provides sequences and methods for efficient protein 
synthesis in eukaryotic and prokaryotic host cells. 

6 Claims, 8 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 6 



Detailed Description Text - DETX (42): 

In yitro transiatBon : A microgram of plasmid DNA, purified by anion exchange 
chromatography (Qiagen tip-20, Qiagen) was translated in a coupled 
transcription-translation system using rabbit reticulocyte lysate (Promega, 
Madison, Wis.), as directed by the manufacturer. A typical 30 .mu.l 
translation reaction contains 15 .mu.l of rabbit reticulocyte lysate, 1 .mu.l 
of 1 mM amino acids (minus methionine), 1 .mu.l RNA polymerase, 1 .mu.l 
ribonuclease inhibitor (RNAsin, 100 U/.mu.l) and 4 .mu.L [.sup.35 S]methionine 
(1000 mCi/mmol (Amersham). 
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US-PAT-NO: 



5763219 



DOCUMENT-IDENTIFIER: US 5763219 A 



TITLE: 



Cydin E variants and use thereof 



DATE-ISSUED: 
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INVENTOR-INFORMATION: 
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APPL-NO: 08/ 706539 

DATE FILED: September 5, 1996 



US-CL-CURRENT: 435/69.1, 435/320.1 , 435/325 , 530/350 , 536/23.5 
, 536/24.31 

ABSTRACT: 

The present invention is directed to nucleic acid molecules encoding a 
truncated human cydin E protein, the truncated human cyclin E protein being a 
constitutively active form of human cydin E protein. These truncated forms 
can be encoded by the nucleotide sequence of wild-type cydin E, with a 
deletion therein to result in the truncated protein. Vectors and host cells 
containing the nudeic acid molecules are also provided. The invention further 
provides isolated fragments of the truncated cyclin E proteins, which fragments 
consist essentially of the deletion flanking regions of the wild-type cyclin E 
nucleotide sequence. Antisense nucleic add molecules, and fragments thereof, 
to the truncated cyclin E protein and to the fragments thereof are also 
provided. Methods using the nucleic add molecules, fragments thereof, 
antisense nucleic add molecules, and fragments thereof, are provided. The 
antisense can be used therapeutically for inhibition of cyclin E activity. An 
isolated truncated human cyclin E protein is also provided which is a 
constitutively active fomn of human cyclin E protein, as well as fragments of 
the isolated truncated protein. Antibodies to the protein and fragment of the 
protein are provided, as are compositions comprising the protein and fragment 
of the protein. Methods using the proteins and fragments of the protein are 
provided. 

23 Claims, 1 Drawing figures 
Exemplary Claim Number: 1,17 
Number of Drawing Sheets: 1 
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Detailed Description Text - DETX (81): 

In vitro translation . To transcribe and translate the cyclin E cDNAs cloned 
in the PCR II vector, the TNT coupled Reticulocyte Lysate system (Promega) was 
used. Briefly, 1 .mu.g of PCR II vector containing either cyclin E-wt, cydin 
E-.DELTA.9, or cydin E-.DELTA.148 was added to rabbit reticulocyte lysate (50% 
of total volume) in the presence of T7 RNA polymerase, 1 mM amino acid mixture 
minus methionine, 40 .mu.Ci .sup.35 S-methionine (Dupont), RNasin ribonuciease 
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inhibitor and the TNT reaction buffer (Promega) in a total volunne of SO.mu.l . 
For non-radioactive reactions, unlabeled methionine was added to the mix and 
radioactivity was excluded. The reactions were then incubated at SO.degree. 
C. for 2 hours and the translated radioactive products were separated by 
SDS-PAGE. The gels were then stained, destained, fluorographed, dried and the 
protein products were visualized by autoradiography. For visualization of the 
non-radioactive samples, the translation products were subjected to Westem 
blot analysis using a polyclonal antibody specific to cydin E. 
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US-PAT-NO: 5731415 



DOCUMENT-IDENTIFIER: US 5731415 A 

TITLE: Lipopolysaccharide binding protein derivatives 

DATE-ISSUED: March 24, 1998 

INVENTOR-INFORMATION: 
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Gazzano-Santoro; Helene San Bruno CA N/A N/A 
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APPL-NO: 08/261660 

DATE FILED: June 17, 1994 

PARENT-CASE: 

This is a continuation-in-part of U.S. patent application Ser. No. 
08/079,510, abandoned, filed Jun. 17, 1993. 



US-CL-CURRENT: 530/350, 435/252.3 . 435/320.1 , 435/325 , 435/346 , 435/358 
, 530/395 . 536/23.4 . 536/23.5 

ABSTRACT: 

Disclosed are novel biologically active lipopolysaccharide binding protein 
(LBP) derivatives including LBP derivative hybrid proteins which are 
characterized by the ability to bind to and neutralize LPS and which lack the 
CD14-mediated immunostimulatory properties of holo-LBP. 

10 Claims, 26 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 25 



KWIC 

Detailed Description Text - DETX (69): 

tn this exampte, in vitro transcription/ translation reactions were carried 
out for plasmids encoding BPI.sub.23 and the LBP/BPI hybrid proteins of 
Examples 5 and 6. Specifically, the TNT.TM. Coupled Reticulocyte Lysate 
System Kit (Promega, Wl) with SP6 RNA polymerase was used to carry out in vitro 
transcription/translation of plasmids pML103 and pML105 to produce hybrid 
LBP/BPI proteins. The kit is a complete system, which provides all the 
reagents necessary to make protein. One adds only the DNA template specifying 
the protein sequence of interest, a radiolabeled amino acid (.sup.35 
S-methionine) and a ribonuclease inhibitor (Promega's recombinant RNasin). 
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TITLE: Coupled transcription and translation in eukaryotic 

cell-free extract 
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INVENTOR-INFORMATION: 
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Becklen Gregory S. Portage Wl N/A N/A 

APPL-NO: 08/387439 

DATE FILED: February 13, 1995 

PARENT-CASE: 

RELATED APPLICATIONS 

This application is a continuation-in-part of application Ser. No. 266,228, 
filed Jun. 27, 1994, now U.S. Pat. No. 5,492,817, which is a continuation of 
Ser. No. 149,715. filed Nov. 9, 1993, now issued as U.S. Pat. No. 5,324,637 
on Jun. 28, 1994, which was a continuation of Ser. No. 775,136, filed Oct. 
11, 1991, now abandoned. 



US-CL-CURRENT: 435/68. 1 . 435/320. 1 , 435/69. 1 
ABSTRACT: 

A method for producing protein from DNA in a static reaction in which DNA, 
ribonucleotide triphosphates, magnesium and a RNA polymerase are mixed and 
incubated during which RNA is transcribed from the DNA and the resulting 
solution is added to a eukaryotic cell-free extract containing magnesium so 
that the RNA produced during the incubating step translates into protein and so 
that further transcription of the DNA is coupled to translation of the 
resulting RNA into protein. 

4 Claims, 0 Drawing figures 

Exemplary Claim Number: 1 
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Brief Summary Text - BSTX (8): 

Wheat genn extract was described by Roberts, B. E. and Paterson, B. M. 
(1973, Proc. Natl. Acad. Sci. USA, Vol. 70, P. 2330). Cell>-free extracts 
of wheat oerm support the translation in vitro of a wide variety of viral and 
other prokaryotic RNAs, as well as eukaryotic mRNAs. (Anderson, C, et al. 
(1983) Meth. Enzymol. 101,635). Generally, it is found necessary to include 
a ribonuclease inhibitor in the reaction mix of a wheat germ translation 
system, as ribonuclease activities in wheat gemn extract are present. 
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TITLE: Methods of modulating inflammatory cytokines in the CNS 
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US-CL-CURRENT: 514/21 
ABSTRACT: 

Methods for modulating the expression of inflammatory cytokines in the 
central nervous system comprising administering an effective amount of 
TGF-.beta. are disclosed. The methods include suppressing pro-inflammatory 
cytokines in the central nervous system by administering an effective amount of 
TGF-.beta. and inducing anti-inflammatory cytokines in the central nervous 
system by administering an effective amount of TGF-.beta.. 

3 Claims, 15 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 14 
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Detailed Description Text - DETX (20): 

(n vitro transcription was performed with the T7 in vitro transcription kit 
(Ambion, Austin, Tex.) as previously described (16), in a final volume of 20 
.mu.l containing 40 mM Tris-HCI, pH 7.5. 6 mMMgCl.sub.2, 2 mM spermidine, 10 mM 
NaCI, 500 mM ATP, OTP. and GTP. 10 mM DDT, 25 U of ribonuclease inhibitor. 12.5 
.mu.M of [.alpha.-.sup.32 P] UTP (800 Ci/mmol, 40 mCi/ml) (NEN), 1 .mu.g of 
linearized DNA, and 10 U of T7 RNA polymerase at 2.degree.-4.degree, C. for 60 
minutes. The resulting radiolabeled rat TNF-.alpha., IL-6 and cyclophilin 
transcripts were then purified by electrophoresis in 5% polyacrylamide/8M urea 
gels, excised from the gel following a brief X-ray film exposure for 
localization, and eluted overnight at 37.degree. C. in 350 .mu.l elution 
buffer containing 0.5M NH.sub.4 OAc, 1 mM EDTA and 0.1% SDS. 
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US-PAT-NO: 



5597569 



DOCUMENT-IDENTIFIER: US 5597569 A 



TITLE: 



Bryodin 2 a ribosome-inactivating protein isolated from 
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DATE-ISSUED: 
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INVENTOR-INFORMATION: 
NAME CITY 



STATE ZIP CODE COUNTRY 



Siegall; Clay B. 
Gawlak; Susan L. 
Marquardt; Hans 
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APPL-NO: 08/ 324301 
DATE FILED: October 20, 1994 
PARENT-CASE: 
CROSS REFERENCE 

This application is a continuation-in-part of U.S. patent application Ser. 
No. 08/141,891, now abandoned, filed Oct. 25, 1993, the content thereof is 
hereby incorporated by reference in its entirety. 



US-CL-CURRENT: 424/183.1, 424/178.1 , 435/320.1 , 435/69.1 , 435/69.7 
. 435/71.1 , 514/2 , 514/8 , 530/300 , 530/350 , 530/370 
. 530/391.7 . 536/23.1 , 536/23.4 . 536/23.5 , 536/23.6 

ABSTRACT: 

The present invention discloses a new ribosome-inactivating protein, bryodin 
2. isolated from the plant Bryonia dioica. This ribosome-inactivating protein 
(RIP) is a type IRIP having a single polypeptide chain and no cellular receptor 
domain. Like many type I RIPs, bryodin 2 has a molecular weight of about 
27,000 daltons and a pi of 9.5. Bryodin 2 differs from previously identified 
ribosome-inactivating protein in its amino acid composition, amino acid 
sequence, and toxicity In vitro and in vivo. Bryodin 2 is useful, as are other 
type I ribosome-inactivating proteins, as an abortifacient, immunomodulator. 
anti-tumor or anti-viral agent. Compositions comprising bryodin 2 as an 
immunoconjugate or fusion molecule are particularly useful to kill cells of a 
target population. 

41 Claims, 16 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 16 
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Detailed Description Text - DETX (89): 

Protein synthesis inhibition activity was determined using a cell-free 
rabbit reticulocyte Ivsate translation system (Promega Biotec, Madison. Wis.). 
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The assay was performed as per the manufacturer's instructions. Briefly, toxin 
proteins were mixed in a volume of 25 .mu.l per reaction with rabbit 
reticulocyte lysate (70% of reaction volume), a mixture of all amino adds 
(minus leucine) at 1 nM. RNasin ribonuciease inhibitor (20U), 0.5 mCi/ml 
[.sup.3 H]-leucine, and RNA substrate (0.5 .mu.g). The reaction was incubated 
at SO.degree. C. for 5 minutes and terminated by adding 1M NaOH with 2% 
H.sub.2 O.sub.2. The translation product was precipitated using ice-cold 25% 
trichloroacetic add (TCA) with 2% casamino adds on ice for 30 minutes. The 
radiolabeled proteins were han/ested on glass fiber filters, rinsed with cold 
5% TCA, rinsed with acetone and then dried. The amount of protein translated 
was quantitated using a scintillation counter. 
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US-CL-CURRENT: 435/69. 1 , 435/68. 1 , 435/91 .2 
ABSTRACT: 

A method is disclosed for the reliable production of proteins by amplifying, 
transcribing and translating the gene encoding the protein in an essentially 
cell-free system (gene amplification with transcription/translation, GATT). In 
the case of dihydrofolate reductase (DHFR). over 1 billion copies of DHFR are 
produced per original fol gene. 

1 1 Claims, 6 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 3 
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Detailed Description Text - DETX (37): 

In vitro translation was employed using mRNA-dependent rabbit reticulocyte 
lysate (available from Promega). The procedures used for the translation 
reactions in this system were essentially as described by the distributor, 
except for the final concentration of the component and the final volume. The 
DHFR synthesis system contained a 58% rabbit reticulocyte lysate extract, 40 
.mu.M of each amino acid, except leucine, 20 .mu.M E. colitRNA mixture, 1 
unit/.mu.l RNAsin ribonuctease Inhibitor (available from Promega), 12 to 18 
.mu.M .sup.3 H-leucine at 110 Ci/mmol (ICN Biochemicals), and 0.1-3.3 .mu.M RNA 
transcript, or if desired, 2-5 1 unpurified transcription reaction mixture. 
The translation was conducted at SO.degree. C. 
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APPL-NO: 08/294610 
DATE FILED: August 23. 1 994 
PARENT-CASE: 

This is a continuation of U.S. application Ser. No. 08/071,290, filed Jun. 
2, 1993, now abandoned which is a continuation of U.S. application Ser. No. 
07/950.805 filed Sep. 24, 1992, now abandoned. 



US-CL-CURRENT: 435/69.1,536/23.1 
ABSTRACT: 

Batch and continuous-flow cell-free methods for synthesizing protein wherein 
translation is coupled with replication of recombinant mRNA by an RNA-directed 
RNA polyerase, such as Q.beta. replicase. Transcription of a DNA template to 
produce the recombinant mRNA can be coupled additionally with coupled 
transcription-replication-translation methods, both batch and continuous. The 
invention also includes kits of reagents for synthesizing user-selected 
proteins according to methods of this invention. 

44 Claims, 6 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 4 
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Detailed Description Text - DETX (31): 

Continuous-flow ce»-free repiication*translation was canied out in an Am 
icon 8SC themriostat ed micro-ultrafiltration chamber containing an Amicon 
YM-100 ultrafiltration membrane (that nominally retains proteins with a 
molecular mass greater than 100 kilodaltons). The initial 1-ml solution in the 
chamber was 50 mM TrIs-HCI (pH 7.4) containing 60 pmol MDV(+)CAT(-) transcript 
RNA, 80 .mu.g Q.beta. replicase, 160 .mu.l E. coli S-30 extract, 400 .mu.g E. 
coli tRNA, 12 .mu.g pyruvate kinase (500 units/mg), 400 units human placental 
rlbonuclease inhibitor 100 ng each of aprotinin, leupeptin, and chymostatin 
(to inhibit proteases). 12 .mu.g folic add, 100 mM potassium acetate, 12 mM 
magnesium acetate, 100 .mu.M EDTA, 10 mM phosphoenol pyruvate, 500 mM ATP, 500 
mM CTP, 500 mM GTP, 500 mM UTP, 20 mM dithiothreitol, 5 .mu.M [.sup.3 
H]leudne, and 20 .mu.M of each of the other 19 amino acids. This solution was 
preincubated at 37.degree. C. for 20 min. A feeding solution was then 
continuously pumped into the chamber at 1.6 ml/hr, while reaction products that 
passed through the ultrafilter were removed at the same rate. The feeding 
solution contained 50 mM Tris-HCI (pH 7.4), 100 mM potassium acetate, 12 mM 
magnesium acetate, 100 .mu.M EDTA, 10 mM phosphoenol pyruvate, 500 mM ATP, 500 
mM CTP, 500 mM GTP, 500 mM UTP, 20 mM dithiothreitol, 5 .mu.M radioactively 
labeled amino add (either [.sup.3 HJIeucine or [.sup.35 S]methionine), and 20 
.mu.M of each of the other 19 amino acids. The reaction chamber was 
themfiostated at 37.degree. C. During the first five hours, and during the 19th 
to the 24th hour, the labeled amino acid was [.sup.35 S]methionine. At all 
other times, the labeled amino acid was [.sup.3 H]leudne. The amount of 
[.sup.3 HJIeucine and [.sup.35 S]methionine incorporated into synthesized 
protein was determined by collecting two-hour fractions of the filtrate and 
measuring the radioactivity of the hot-trichloroacetic-add-precipitable 
material with a dual-channel scintillation counter that discriminates between 
.sup.3 H and .sup.35 S. The size, homogeneity, and enzymatic activity of the 
synthesized protein in samples of the filtrate were detennined as described in 
the legend to FIG. 1. 
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Van Herwynen; John F. Stoughton Wl N/A N/A 

APPL-NO: 08/266228 

DATE FILED: June 27. 1994 

PARENT-CASE: 

This is a continuation of application Ser. No. 08/149,715 filed Nov. 9, 
1993, entitled "COUPLED TRANSCRIPTION AND TRANSLATION IN EUKARYOTIC CELL-FREE 
EXTRACT" now U.S. Pat. No. 5,329.637. 



US-CL-CURRENT: 435/68. 1 , 435/320. 1 , 435/69. 1 
ABSTRACT: 

A method for coupling transcription and translation from DNA using a 
solution comprising a eukaryotic cell-free extract comprising adding a 
sufficient amount of a magnesium compound to the extract to raise the magnesium 
concentration to a level where RNA is transcribed from DNA and RNA translates 
into protein. 

17 Claims, 0 Drawing figures 
Exemplary Claim Number: 1 



KWIC 

Brief Summary Text - BSTX (8): 

Wheat germ extract was described by Roberts, B. E. and Paterson. B. M. 
(1973, Proc. Natl. Acad. Sci. USA, Vol. 70. P. 2330). Ceil-free extracts 
of wheat germ support the translation in vitro of a wide variety of viral and 
other prokaryotic RNAs, as well as eukaryotic mRNAs, (Anderson, C, et al. 
(1983) Meth. Enzymol. 101,635). Generally, it is found necessary to include 
a ribonuclease inhibStOf In the reaction mix of a wheat germ translation 
system, as ribonuclease activities in wheat germ extract are present. 
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TITLE: Method of preparing polypeptides in cell-free 

translation system 

DATE-ISSUED: December 26. 1 995 

INVENTOR-INFORMATION: 

NAME CITY STATE ZIP CODE COUNTRY 



Alakhov; July B. 


Puschino 
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N/A 
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Baranov; Vladimir 1. 


Puschino 
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Ovodov; Sergei J. 
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N/A 


SU 


Ryabova; Ljubov A. 
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APPL-NO: 07/991757 



DATE FILED: December 16. 1992 
PARENT-CASE: 

This application is a continuation of application Ser. No. 07/899,826 filed 
Jun. 16, 1992 now abandoned, which is a continuation of application Ser. No. 
07/441,071 filed Nov. 22, 1989 now abandoned, which is a continuation-in-part 
of U.S. application 07/294,551 filed Dec. 21, 1988, now abandoned, and has a 
priority based on Russian application No. 4717700 filed Jul. 31, 1989, Russian 
application No. 4618624, filed Dec. 22, 1988, and Russian application No. 
4239148, filed Apr. 29, 1987. 

FOREIGN-APPL-PRIORITY-DATA: 
COUNTRY APPL-NO APPL-DATE 

SU 4618624 December 22, 1988 

SU 4717700 July 31, 1989 



US-CL-CURRENT: 435/68. 1 . 435/6 , 435/69. 1 
ABSTRACT: 

Cell-free production of protein is provided by employing a barrier which 
defines a reaction region for maintaining the high molecular weight components 
of the cell-free system while providing means for replenishing loss of low 
molecular weight components and removing low molecular weight products. 
Various configurations may be employed for continuous removal and addition of 
material during the polypeptide synthesis. Conveniently, porous membranes, 
hollow fibers, or other barriers may be employed. High ratios of peptide to 
RNA template result. 

6 Claims, 7 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 4 
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Detailed Description Text - DETX (30): 

1 ml of a cell-free translation system contains 0.6 nmole of 70S ribosome of 
E. coli, 1 mg effraction S 100, 0.6 mg of tRNA, 0.06 nmole of mRNA phage MS2 
cell protein, 5 .mu.g of pymvate kinase. 2-10 .mu.g of ribonucfease inhibftor 
from the human placenta, and 0.1 .mu.g of protease inhibitor (aprotinin, 
leupeptin, chymostatin) in the following buffer solution: 20 mM of Tris-HCI, pH 
7.4, lOOmMof NH.sub.4 CI, 10 mM of MgCl.sub.2. 2 mM of ATP, 0.2 mMofGTP.5 
mM of phosphoenolpyruvate. 25 .mu.M of [.sup.3 H]-leucine (the specific 
activity equals 52 Ci/nmole) and 25 .mu.M of each of the remaining 19 amino 
acids. 

Detailed Description Text - DETX (37): 

1 ml of a cell'free translation system contains 0.5 ml of wheat germ 
extract, 0.1 nmole of viral mRNA, 64 .mu.g of creatine phosphokinase, 2-10 
.mu.g of ribonuciease inhibitor from the human placenta, and 0.1 .mu.g of each 
of the protease inhibitors (aprotinin, pepstatin, leupeptin) in a buffer 
solution of the following composition: 40 mM HEPES, pH 7.6, 112 mM KOAc, 1.9 mM 
MgOAc, 0.25 mM spemnidine, 6 mM of dithiotreitol, 1.5% of glycerol, 2 mMATP, 50 
.mu.M GTP, 8 mM creatine phosphate, 25 .mu.M [.sup.3 H]-leucine (the specific 
activity, 50 Ci/nmole) and 25 .mu.M of each of the remaining 19 amino acids. 
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DOCUMENT-IDENTIFIER: US 5324637 A 
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TITLE: 



Coupled transcription and translation in eukaryotic 
cell-free extract 



DATE-ISSUED: 



June 28, 1994 



INVENTOR-INFORMATION: 
NAME CITY 
Thompson; David V. I 
Van Oosbree; Thomas R. 



Monona 
Madison 



STATE ZIP CODE COUNTRY 
Wl N/A N/A 
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APPL-NO: 08/ 149715 

DATE FILED: November 9. 1993 

PARENT-CASE: 

This is a continuation of Ser. No. 775,136 filed on Oct. 11, 1991 now 
abandoned. 



US-CL-CURRENT: 435/68.1, 435/6 
ABSTRACT: 

A method for coupling transcription and translation from DNA using a 
solution comprising a eukaryotic cell-free extract comprising adding a 
sufficient amount of a magnesium compound to the extract to raise the magnesium 
concentration to a level where RNA is transcribed from DNA and RNA translates 
into protein. 

76 Claims, 0 Drawing figures 
Exemplary Claim Number: 1 



KWIC 

Brief Summary Text - BSTX (8): 

Wheat gemri extract was described by Roberts, B. E. and Paterson, B. M. 
(1973. Proc. Natl. Acad. Sci. U.S.A., Vol. 70, P. 2330). Cell-free 
extracts of wheat germ support the translation in vitro of a wide variety of 
viral and other prokaryotic RNAs, as well as eukaryotic mRNAs. (Anderson, C, 
et al. (1983) Meth. Enzymol. 101, 635). Generally, it is found necessary to 
include a ribonoclease inhibitor in the reaction mix of a wheat germ 
translation system, as ribonudease activities in wheat germ extract are 
present. 
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DOCUMENT-IDENTIFIER: US 5286487 A 

TITLE: Covalent angiogenin/RNase hybrids 

DATE-ISSUED: February 15, 1994 



INVENTOR-INFORMATION: 
NAME CITY 
Vallee; Bert L. Brookline 
Bond; Michael D. Brighton 

APPL-NO: 07/ 953555 

DATE FILED: September 29, 1 992 

PARENT-CASE: 



STATE ZIP CODE COUNTRY 
MA N/A N/A 
MA N/A N/A 



This application is a continuation of application Ser. No. 07/481,342 filed 
Feb. 15, 1990, now abandoned. 



US-CL-CURRENT: 424/94.6, 435/199 . 514/2 
ABSTRACT: 

Regional mutagenesis of a gene for angiogenin to produce DNA sequences 
encoding mutant proteins having increased angiogenic activity are disclosed. 
Expression vectors containing these sequences are Introduced into host cells 
and direct the production of mutant angiogenic proteins with markedly increased 
angiogenic activity. Replacement of amino acids in a region at or 
corresponding to residues 8-22 of angiogenin, with other amino acids, in 
particular, with amino acids corresponding to residues 7-21 of RNase, 
unexpectedly yields a mutant angiogenin/RNase hybrid protein with 10-fold 
increased angiogenic potency in the chorioallantoic membrane assay. Other In 
vivo and in vitro angiogenin-related activities are altered in the mutant 
hybrid protein. Mutant angiogenin/RNase hybrid proteins according to the 
present invention are useful therapeutic compositions to promote the 
development of a hemovascular network in a mammal or to promote wound healing, 
In particular, healing of torn or traumatized fibrocartilage material. 

8 Claims, 9 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 9 



KWIC 

Brief Summary Text - BSTX (18): 

According to the present invention, an N-temfiinal region of angiogenin was 
identified as a possible candidate region unique to angiogenin and thus 
implicated as critical for angiogenin-specific activities. This region was (1) 
very highly conserved in the amino acid sequence of angiogenin across four 
species (human, bovine, porcine and lapine), and (2) different from the 
con-esponding region of RNases. The novel recombinant covalent 
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angiogenin/RNase hybrid of the present invention, ARH-III, thus cx)mprises a 
modified angiogenin in which a segment near the N-temiinus (residues 8-22) of 
angiogenin was replaced by regional mutagenesis with the corresponding segment 
of RNase A (residues 7-21). This novel recombinant hybrid exhibited a 10-fo!d 
more potent angiogenic activity and, increased binding (by at least one order 
of magnitude) to the placental ribonuclease inhibitor (PRI) as compared with 
angiogenin. The ribonucleolytic activity of ARH-III was unchanged toward most 
substrates. However, the capacity of ARH-III to inhibit cell*free protein 
synthesis was decreased 20-30 fold as compared with that of angiogenin. Thus, 
this novel hybrid protein containing a pentadecapeptide segment of RNase A is 
biologically more active than angiogenin itself, in fact, is an enhanced 
angiogenin. 
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TITLE: Covalent anglogenin/RNase hybrids 
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INVENTOR-INFORMATION: 
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Vallee; Bert L Brookiine MA N/A N/A 

Bond; Michael D. Brighton MA N/A N/A 

APPL-NO: 07/ 947363 

DATE FILED: September 18, 1992 

PARENT-CASE: 

This application is a continuation of application Ser. No. 07/656,606 filed 
Feb. 15, 1991, now abandoned, which is a divisional of Ser. No. 07/481,342, 
filed Feb. 15, 1990, now abandoned. 



US-CL-CURRENT: 435/252.3, 435/199 , 435/320.1 , 530/350 , 530/402 , 536/23.2 
, 536/23.5 

ABSTRACT: 

Regional mutagenesis of a gene for angiogenin to produce DNA sequences 
encoding mutant proteins having increased angiogenic activity are disclosed. 
Expression vectors containing these sequences are introduced into host cells 
and direct the production of mutant angiogenic proteins with mart^edly increased 
angiogenic activity. Replacement of amino acids in a region at or 
corresponding to residues 8-22 of angiogenin, with other amino acids, in 
particular, with amino acids corresponding to residues 7-21 of RNase, 
unexpectedly yields a mutant angiogenin/RNase hybrid protein with 10-fold 
increased angiogenic potency in the chorioallantoic membrane assay. Other in 
vivo and in vitro angiogenin-related activities are altered in the mutant 
hybrid protein. Mutant angiogenin/RNase hybrid proteins according to the 
present invention are useful therapeutic compositions to promote the 
development of a hemovascular network in a mammal or to promote wound healing, 
in particular, healing of torn or traumatized fibrocartilage material. 

12 Claims, 9 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 9 



KWIC 

Brief Summary Text - BSTX (18): 

According to the present invention, an N-tenminal region of angiogenin was 
identified as a possible candidate region unique to angiogenin and thus 
implicated as critical for angiogenin-specific activities. This region was (1) 
very highly conserved in the amino add sequence of angiogenin across four 
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species (human, bovine, porcine and lapine), and (2) different from the 
corresponding region of RNases. The novel recombinant covalent 
angiogenin/RNase hybrid of the present invention, ARH-III, thus comprises a 
modified angiogenin in which a segment near the N-terminus (residues 8-22) of 
angiogenin was replaced by regional mutagenesis with the corresponding segment 
of RNase A (residues 7-21). This novel recombinant hybrid exhibited a 10-fold 
more potent angiogenic activity and, increased binding (by at least one order 
of magnitude) to the placental ribonuclease inhibitor (PRI) as compared with 
angiogenin. The ribonucleolytic activity of ARH-III was unchanged toward most 
substrates. However, the capacity of ARH-III to inhibit cell-free protein 
synthesis was decreased 20-30 fold as compared with that of angiogenin. Thus, 
this novel hybrid protein containing a pentadecapeptide segment of RNase A is 
biologically more active than angiogenin itself, in fact, is an enhanced 
angiogenin. 
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DOCUMENT-IDENTIFIER: US 5256555 A 



TITLE: 



Compositions and methods for increasing the yields of in 
vitro RNA transcription and other polynucleotide 
synthetic reactions 



DATE-ISSUED: 



October 26, 1993 



INVENTOR-INFORMATION: 
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STATE ZIP CODE COUNTRY 



Milbum; Susan C. 
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Winklen Matthew 



Austin 
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APPL-NO: 07/810968 

DATE FILED: December 20, 1 991 



US-CL-CURRENT: 435/1 95, 536/25.3 . 536/25.33 
ABSTRACT: 

The present invention relates to compositions and methods for increasing the 
yields of polynucleotide synthetic reactions. In particular, it relates to an . 
improved reaction mixture for use in in vitro RNA transcription and in various 
other enzymatic reactions in which a polynucleotide is synthesized. The 
reaction mixture uses high concentrations of total nucleotides, in the order of 
12 mM to 40 mM, i.e. levels that were previously thought to be inhibitory. 
Other useful modifications are also disclosed. 

9 Claims, 3 Drawing figures 

Exemplary Claim Number: 1 

Number of Drawing Sheets: 1 
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Detailed Description Paragraph Table - DETL (2): 

TABLE 3 • Effect of Tris-nucleotides 

on In Vitro Transcription yields with SP6 RNA polymerase and T7 RNA polymerase 

.mu.g RNA synthesis at 6 hours ] A. SP6 

RNA polymerase 20 mM NTPs 1.99 .mu.g 20 mM Tris-NTPs 27.7 .mu.g B. T7 RNA 
polymerase 30 mM NTPs 10.36 .mu.g 25 mM NTPs + 23.4 mu.g 5 mM Tris-NTPs 

1. T7 Reactions were carried out 

similarly to as described in FIG. 1 and 2. SP6 reactions were carried out as 
described in FIG. 3 except that the amount of SP6 polymerase was 2000 U/ml, 
pyrophosphatase was 15 U/ml and human placental ribonuclease inhibitor was 
present at 1250 U/ml. The reactions were incubated at 37.degree. C. for 6 
hours. 
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JP 2-141678 June 1,1990 
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US-CL-CURRENT: 435/69.1, 435/219 . 435/232 . 435/320.1 , 435/68.1 , 530/350 
, 530/855 , 536/23.2 

ABSTRACT: 

The invention concerns a peptidylhydroxyglycine N-C lyase (PHL) catalyzing 
the reaction 

R-GlyOH.fwdanv.R-NH.sub.2 

wherein R represents a peptide residue, and GlyOH represents an 
.alpha.-hydroxyglycine residue linked to the C-temiinus of said peptide R by an 
amide bond, a recombinant DNA molecule coding for a PHL, a method for the 
preparation of such a recombinant DNA molecule, processes for the preparation 
of PHL from a natural source or by means of the said recombinant DNA molecule, 
and the use of PHL for the preparation of an amidated peptide R-NH.sub.2. 

1 1 Claims, 0 Drawing figures 

Exemplary Claim Number: 1 
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Brief Summary Text - BSTX (61): 

Polyadenylated messenger RNA (step b) is isolated from the suitable cells by 
known methods. Isolation methods involve, for example, homogenizing in the 
presence of a detergent and a ribonuciease inhibitor, e.g. heparin, guanidinium 
isothiocyanate or mercaptoethanol, extracting the mRNA with suitable 
chloroform-phenol mixtures, optionally in the presence of salt and buffer 
solutions, detergents and/or cation chelating agents, and precipitating mRNA 
from the remaining aqueous, salt-containing phase with ethanol, isopropanol or 
the like. The isolated mRNA may be further purified by centrifuging in a 
cesium chloride gradient followed by ethanol precipitation and/or by 
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chromatographic methods, e.g. affinity chromatography, for example 
chromatography on oligo(dT) cellulose or on oligo(U) sepharose. Preferably, 
such purified total mRNA is fractionated according to size by gradient 
centrifugation, e.g. in a linear sucrose gradient, or chromatography on 
suitable size fractionation columns, e.g. on agarose gels. The desired mRNA is 
selected by screening the mRNA directly with a DNA probe, or by translation in 
suitable celis or ceil-free systems and screening for the production of PHL 
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